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SAUtONELIA SECRETED PROTEINS AND USES THEREOF 
snatement as to Federally Sponsored Research 
This invention was made with Government support 
5 under AI34504 and AI30479 awarded by the National 

Institutes of Health. The Government has certain rights 
in the invention. 

Background of the Invention 
The invention relates to virulence factors of 
10 Salmonella typhimuriim. 

Salmonella typbimirium (5. typhimuriua) enter 
epithelial cells by a process termed bacterial -mediated 
endocytosis. S. typhlmurium stimulates these normally 
nonphagocytic cells to undergo significant cytoskeletal 
15 rearrangements that are visualized as localized membrane 
ruffling adjacent to the bacteria. Bacteria are then 
internalized via membrane-bound vacuoles formed from the 
membrane ruffles. 

Several S. typhlmurium loci have been identified 
20 that are required for the induction of bacterial-mediated 
endocytosis (BME) by epithelial cells. Many of these 
epithelial-cell signaling loci have a similar chromosomal 
location, clustered within a 40 Xb "virulence island** 
located between 59 and 60 minutes on the 5. typhlmurium 
25 chromosome (Mills et al., Mol. Microbiol, 15:749-759, 
1995) . invJ is a 5. tymphimiirlum gene which is thought 
to encode a secreted protein necessary for BME (Collazo 
et al., Mol. Microbiol. 15:25-38, 1995). 

fiii»fwii>yv of the Invention 
30 The invention features proteins involved in 

SaiiDonelia typhlmurium virulence and/ or 

bacterial-mediated endocytosis. The genes encoding these 
proteins have now been cloned and their corresponding 
gene products characterized. Accordingly, the invention 
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features a substantially pure DNA encoding a Salmonella 
secreted protein (Ssp) . By the tern ^Salmonella secreted 
protein" is meant a Salsonella-der ived protein, the 
secretion of which is dependent on the expression of 
5 PrgH. In preferred embodiments the invention features 
substantially pure WA encoding a Salmonella typhimurlum 
secreted protein. By Salmonella typhlmurium secreted 
protein is meant as Salmonella typhimurlum derived 
protein, the secretion of which is dependent on the 

.10 expression of PrgH. 

One aspect of the invention features a 
substantially pure DNA molecule which includes the SspB 
gene; preferably, the DNA includes the DNA sequence of 
SEQ ID NO: 1, or degenerate variants thereof encoding the 

15 amino acid sequence of SEQ ID NO: 5. In another aspect 
the invention features a substantially pure DNA molecule 
which includes the SspC gene; preferably, the DNA 
includes the DNA sequence of SEQ ID NO: 2, or degenerate 
variants thereof encoding the amino acid sequence of SEQ 

20 ID NO: 6. In another aspect the invention features a 
substantially pure WA molecule which includes the SspD 
gene; preferably, the DNA includes the DNA sequence of 
SEQ ID NO: 3, or degenerate variants thereof encoding the 
amino acid sequence of SEQ ID NO: 7. In another aspect 

25 the invention features a substantially pure DNA molecule 
which included the SspA gene; preferably, the DNA 
includes the DNA sequence of SEQ ID NO: 4, or degenerate 
variants thereof encoding the amino acid sequence of SEQ 
ID NO: 8. The invention also features a substantially 

30 pure DNA molecule which includes the SspB, SspC, SspD, 
and SspA genes; preferably, the DNA includes the DNA 
sequence of SEQ ID NO: 15. The invention also features a 
substantially puxe DNA molecule which includes the SspH 
gene; preferably, the DNA includes the DNA sequence of 

35 SEQ ID MO: 13, or degenerate variants thereof encoding 
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the amino acid sequence of SEQ ID NO: 14. The invention 
also features a substantially pure DNA molecule which 
includes the 5ainonella tyrosine phosphatase A (stpA) 
gene; preferably, the DNA includes the DNA sequence of 
5 SEQ ID NO: 10, or degenerate variants thereof encoding 
the amino acid sequence of SEQ ID NO: 12* 

The invention also features a cell into which has 
been introduced substantially pure DNA encoding an Ssp 
(or a mutant variant thereof) . The substantially pure 

10 DNA can he introduced as a portion of a plasmid or other 
autonomously replicating molecule. In addition the 
substantially pure DNA can be introduced by homologous 
recombination. Preferably, the bacterial' cell is a 
Salmonella cell; more preferably the bacterial cell is a 

15 Salsionella typhimixrium cell. Cells into which have been 
introduced substantially pure DNA encoding an Ssp (or 
mutant variant" thereof ) can be used as a source of 
purified Ssp. 

The invention includes a stibstantially pure SspC 

20 polypeptide, e.g., a polypeptide which includes an amino 
acid sequence substantially identical to the amino acid 
sequence of SEQ ID NO: 6 or an active fragment thereof 
and a substantially pure SspD polypeptide, e.g. , a 
polypeptide which includes an amino acid sequence 

25 substantially identical to the amino acid sequence of SEQ 
ID NO: 7 or an active fragment thereof* The invention 
includes a substantially pure SspB polypeptide, e.g., a 
polypeptide which includes an amino acid sequence 
substantially identical to the amino acid sequence of SEQ 

30 ID NO: 5 (incomplete protein sequence) or an active 
fragment thereof and a substantially pure SspA 
polypeptide, e*g*, a polypeptide t^ich includes an amino 
acid sequence substantially identical to the amino acid 
sequence of SEQ ID NO: 8 (incomplete protein sequence) or 

35 an active fragment thereof* The invention includes a 
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substantially pure full-length SspB polypeptide, e.g., a 
polypeptide which includes an amino acid sequence 
substantially identical to the amino acid sequence of SEQ 
ID NO: 5 (incomplete protein sequence) and the remainder 
5 of the SspB sequence. Pull-length SspA and SspB genes 
can be isolated by those skilled in the art using the 
partial DNA sequences disclosed herein. The invention 
also includes a substantially pure full-length SspA 
polypeptide, e.g., a polypeptide which includes an amino 
10 acid sequence substantially identical to the amino acid 
sequence of SEQ ID NO: 8 (incomplete protein sequence) 
and the remainder of the SspA sequence. The invention 
also features An active fragment of an Ssp B polypeptide 
or an SspC polypeptide or an SspD polypeptide is defined 
15 as an SspB, SspC, or an SspD polypeptide, respectively, 
least 50 amino acids, preferably at least 25 amino 
acids, more preferably at least 10 amino acids in length 
having the ability to induce BME in the Absence of the 
full-length version of the corresponding protein. In 
other preferred embodiments the SspB, SspC, SspD or SspA 
polypeptide is able to translocate into an epithelial 
cell, preferably a human epithelial cell. Translocation 
can be assayed using any suitable assay, e.g., the assay 
of Sogy et al. (Molecular Microbiol. 14:583:94, 1994). 

The invention also includes a substantially pure 
SspH polypeptide, e.g., a polypeptide %rtiich includes an 
amino acid sequence substantially identical to the amino 
acid sequence of SEQ ID NO: 14, or a biologically active 
fragment thereof. 

The invention also includes a substantially pure 
lagB polypeptide, e.g., a polypeptide which includes an 
amino acid sequence substantially identical to the amino 
acid sequence of SEQ ID NO: 11, or a biologically active 
fragment thereof. 



20 



25 



30 
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Also vithin the invention is an antibody which 
binds to a Ssp, e*9*# a polyclonal or monoclonal antibody 
which specifically binds to an epitope of Sep* 
Polyclonal and monoclonal antibodies produced against the 
5 polypeptides of the invention can be used as diagnostic 
or therapeutic agents* The invention encompasses not 
only an intact monoclonal antibody, but also an 
immunologically-active antibody fragment, e.g., a Fab or 
(Fab) 2 fragment; an engineered single chain Pv molecule. 

10 In preferred embodiments, the antibody may be linked to a 
detectable label, e.g. a radioactive label, fluorescent 
label, paramagnetic label, or colorimetric label. 

The invention also includes a method of detecting 
a Salmonella infection in a mammal which includes the 

15 steps of contacting a biological sample derived from the 
mammal, e.g., a human patient, with a Ssp*specific 
antibody and detecting the binding of the antibody to a 
Ssp in the san^le. Antibody binding indicates that the 
mammal is infected with Salmonella. The presence of 

20 Salmonella in a biological sample may also be detected 

using a method which includes the steps of contacting the . 
sample with a Ssp-encoding DMA, or the complement 
thereof, under high stringency conditions and detecting 
the hybridization of the DMA to nucleic acid in the 

25 sample. Hybridization indicates the presence of 
Salmonella in the biological sample. By "high 
stringency" is meant DNA hybridization and wash 
conditions characterized by high temperature and low salt 
concentration, e.g., wash conditions of 65»C at a salt 

30 concentration of approximately 0.1 x ssc. For example, 
high stringency conditions may include hybridization at 
about 42 *C in the presence of about 50% formamide; a 
first %rash at about 65 with about 2 x ssc containing 1% 
SDS; followed by a second wash at about 65»C with about 

35 0.1 X ssc* 



Printed at NIC's Patent Centre, Delhi 



wo 97/18225 



PCT/US96/18S04 



- 6 - 

The invention also features a-aethod for detecting 
the presence of antibodies to an Ssp using all or part of 
an Ssp protein. The method includes contacting a 
biological sample with the Ssp protein and measuring the 
5 binding of the Ssp protein to an antibody present in the 
sample. 

The invention also features a method of targeting 
an antigen to an epithelial cell in a mammal which 
includes the steps of linking the antigen to an Ssp, 
10 e.g., SspC or SspD, or active fragment thereof, to 
produce a Ssp chimeric antigen and administering the 
chimeric antigen to the mammal. 

A method of inducing a cytotoxic T cell immune 
response in a mammal is also within the invention. This 
15 method includes the steps of linking the antigen to an 
Ssp or active fragment thereof to produce a Ssp chimeric 
antigen and contacting an antigen^presenting cell, e.g., 
a Class I major histocompatibility cc»iplex (MHC) antigen* 
expressing cell, with the chimeric antigen. 
2(\ The invention also features a vaccine which 

includes a bacterial cell, the virulence of whicti is 
attenuated by decreased secretion of a Ssp, and a method 
of vaccinating an mammal, e.g., a human patient, against 
a SaltK>nBlla infection by administering such a vaccine. 
2^ Preferably, the bacterial cell is a Saimonella 

typhijDuriujD cell, e.g., a Salmonella Bnterlditis cell, or 
a Salmonella typhi cell. A live Salmonella cell in which 
a gene encoding a heterologous antigen is inserted into a 
S8p«>encoding gene is also included in the invention. 
30 Also within the invention is a substantially pxire 

StpA polypeptide and a method of dephosphorylating a 
protein which includes the steps of contacting the 
protein, e.g., a protein at least one tyrosine of vrhich 
is phosphorylated, with a StpA polypeptide or an active 
35 fragment thereof. An active fragment of StpA is defined 
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as a Salmonella-derived polypeptide at least 10 amino 
acids in length which is capable of removing a phosphate 
group from a tyrosine residue. 

The invention feature live Salnoneiia 
5 (particularly Salmonella typhimurium) vaccines in which 
one or more gene required for BNE is mutated so as reduce 
their activity. Among the genes which can be mutated are 
SspB, SspCf and SspD* Although SspA appears not to be 
required for BNE, it may be useful to mutate this gene as 

10 well (preferably in combination with mutation of one or 
more of the other Ssp genes) . Any mutation of these 
genes which decreases function, including complete or 
partial deletion and one or more point mutations may be 
useful. In addition, function of Ssp gene may be 

15 impaired by altering its control region. 

The invention provides a SAlmonolla vaccine which does 
not cause transient bacteremia. In general, the 
invention features a bacterial cell, preferably a 
Salmonella cell, e.g., a S. typhi, 5. enteritidis 

20 typhimurium, or 5. cholerae-suis cell, the virulence of 
which is attenuated by a first mutation in an Ssp gene* 
The preferred mutations are loss of function mutations. 
However, functions causing partial loss of function may 
be useful if virulence is adec[uately reduced. Such a 

25" bacterial cell can be used as a vaccine to immunize a 
mammal against salmonellosis. 

The SAlmonella cell may be of any serotype, e.g., 
5. tyfOilmurium, 5. paratyphi A, 5. paratyphi B, 5. 
peuratyphi C, 5. pylorum, S. dublln, 5. heldelberg, S. 

30 newport, S. minnesota, S. xnfantis, S, vircho^, or S. 
panama. 

The first mutation may be a non-revertible null 
mutation in one or more of the following genes: SspB, 
Sspc, or SspD . Preferably, the mutation is a deletion 
35 of at least 100 nucle tides; more preferably, the 
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mutation is a deletion of at least 500 nucleotides; even 
more preferably, the mutation is a deletion of at least 
750 nucleotides, nutations in the prgH gene or the prgH 
operon can be used for the sane purpose. 
5 In preferred embodiments loss or function (partial 

or complete) is due to decreased e3q;>re8sion as a result 
of a change or mutation, e.g., a deletion, (preferably a 
non-revertible mutation) at the promoter or other 
regulatory element of SspB, SspC, or SspD (or some 

10 combination thereof) • 

In another aspect, the invention features a 
vaccine iiseluding a bacterial cell which is attenuated by 
decrease ~etf. 'rypr^^'^icn * Ssp virulence gene. 

The invention also features a live ^^Almonelia 

15 cell, or a substantially purified preparation thereof, 
e.g., a S. typhi, 5. enterxditis typhimurium, or 
S. cholBrae^suis cell, in which there is inserted into a 
virulence gene, e.g., an Ssp gene, a gene encoding a 
heterologous protein, or a regulatory element thereof. 

20 In another aspect the invention includes a method 

of vaccinating an animal, e.g., a mammal, e.g., a human, 
against a disease caused by a bacterium, e.g., 
Saimonella, including administering a vaccine of the 
invention. 

25 By ■vaccine* is meant a preparation including 

materials that evoke a desired biological response, e.g., 
an immune response, in combination with a suitable 
carrier. The vaccine may include live organism, in which 
case it is usually administered orally, or killed 

30 organisms or components thereof, in which case it is 
usually administered parenterally • The cells used for 
the vaccine of the invention are preferably alive and 
thus capable of colonizing the intestines of the 
inoculated animal. 
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By. •nutation* is meant any change (in conparison 
with the appropriate parental strain) in the DNA sequence 
of an orqanisa. These changes can arise e.g., 
spontaneously, by chemical, energy e.g., X-*ray, or other 
5 foras of mutagenesis, by genetic engineering, or as a 
result of mating or other forms of exchange of genetic 
information. Mutations include e.g., base changes, 
deletions, insertions, inversions, translocations or 
duplications. 

10 A mutation attenuates virulence i£, as a result of 

the mutation, the level of virulence of the mutant cell 
is decreased in comparison vith the level in a cell of 
the parental strain, as measured by (a) a significant 
(e.g., at least 50%) decrease in virulence in the mutant 

15 strain compared to the parental strain, or (b) a 

significant (e.g., at least 50%) decrease in the amount 
of the polypeptide identified as the virulence factor in 
^e mutant strain coBq;»ared to the parental strain. 

A non-revertible mutation, as used herein, is a 

20 mutation which cannot revert by a single base pair 
change, e.g., deletion or insertion mutations and 
mutations that include more than one lesion, e.g., a 
nutation composed of two separate point mutations. 

Heterologous protein, as used herein, is a protein 

25 that in wild type, is not expressed or is expressed from 
a different chromosomal site, e.g., a heterologous 
protein is one encoded by a gene that has been inserted 
into a second gene. 

A substantially purified preparation of a 

30 bacterial cell is a preparation of cells wherein 

contaminating cells without the desired mutant genotype 
constitute less than 10%, preferably less than 1%, and 
more preferably less than 0.1% of the total number of 
cells in the preparation. 
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A substantially pure DHA, as used herein, refers 
to a nucleic acid sequence, segment, or fragment, which 
has been purified from the sequences which flank it in a 
naturally occurring state, e.g., a DNA which has been 
5 removed from the sequences which are normally adjacent to 
the fragment, e.g., the sequences adjacent to the 
fragment in the genome in which it naturally occurs. The 
term also applies to DKA which has been substantially 
purified from other cox^onents which naturally accompany 
10 the DNA, e.g., DNA which has been purified from proteins 
which naturally accompany it in a cell. 

Other features and advantages of the invention 
will be apparent from the following description of the 
preferred embodiments and from the claims. 

By "polypeptide-* is meant any chain of amino 
acids, regardless of length or post-translational 
~ modification (e.g., glycosylation or phosphorylation). 
By "substantially identical" is meant a 
polypeptide or nucleic acid exhibiting at least 50%, 
20 preferably 85%, more preferably 90%, and most preferably 
95% sequence identity to a reference amino acid or 
nucleic acid sequence. For polypeptides, the length of 
comparison sequences will generally be at least 10 amino 
acids, preferably at least 20 amino acids, more 
25 preferably at least 25, amino acids, and most preferably 
35 amino acids. For nucleic acids, the length of 
comparison sequences will generally be at least 5o 
nucleotides, preferably at least 60 nucleotides, more 
preferably at least 75 nucleotides, and most preferably 
30 100 nucleotides. 

Sequence identity is typically measured using 
sequence analysis software (e.g.. Sequence analysis 
software paclcage of the genetics computer group, 
university of Wisconsin biotechnology center, 1710 
35 university avenue, Hadison, WI 53705) . Such software 
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matches similar sequences by assigning degrees of 
homology to various substitutions, deletions, 
substitutions, and other modifications. Conservative 
substitutions typically include substitutions within the 
5 following groups: glycine, alanine; valine, isoleucine, 
leucine; aspartic acid, glutamic acid, asparagine, 
glutaaine; serine, threonine; lysine, arginine; and 

phenylalanine, tyrosine. 

By a "substantially pure polypeptide" is meant a 

10 Ssp polypeptide which has been separated from components 
which naturally accompany it. Typically, the polypeptide 
is substantially pure when it is at least 60% Ssp by 
weight. Preferably, the preparation is at least 75%, 
more preferably at least 90%, and most preferably at 

15 least 99%, by weight, Ssp polypeptide. A substantially 
pure Ssp polypeptide may be obtained, for exaiqple, by 
extraction from a natural source (e.g., Salmonella 
bacterium) ; by expression of a recombinant nucleic acid 
encoding a Ssp polypeptide; or by chemically synthesizing 

20 the protein. Purity can be measured by any appropriate 
method, e.g., using column chromatography, polyacrylamide 
gel electrophoresis, or by HPLC analysis. 

A protein is siibstantially free of naturally 
associated components %rtien it is separated from those 

25 contaminants which acco^>any it in its natural state. 
Thus, a protein which is chemically synthesized or 
produced in a cellular system different from the cell 
from which it naturally originates will be substantially 
free from its naturally associated components. 

30 Accordingly, substantially pxire polypeptides include 
those derived from one type of prokaryotic organism, 
e.g., 5. typhimtzrlum^ but synthesized in E* coll or 
another prokaryotic organism. 

By "substantially pure DNA" is meant DMA that is 

35 free of the genes which, in the naturally-occurring 
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genome of the organism from which the DNA of the 
invention is derived, flank the gene. The term therefore 
includes, for example, a recombinant DNA which is 
incorporated into a vector; into an autonomously 
5 replicating plasmid or virus; or into the genomic DNA of 
a prokaryote or eukaryote; or which exists as a separate 
molecule (e.g. , a cDNA or a genomic or cDNA fragment 
produced by PGR or restriction endonuclease digestion) 
independent of other secpiences. It also includes a 

10 recombinant DNA which is part of a hybrid gene encoding 
additional polypeptide sequence, e.g, a hybrid gene 
encoding a chimeric antigen. 

other features and advantages of the invention 
will be apparent from the following description of the 

15 preferred embodiments thereof, and from the claims. 

Pgtftil^ Pcggriptipn 
Fig. 1 is a diagram of the a genetic map of the 
59-60 min region of the 5. typhimurium chromosome and 
partial physical map of the restriction endonuclease 

20 sites of the prgH chromosomal region within the hll locus 
and related plasmids. The horizontal arrows indicate the- 
direction of transcription of the orfl, prgHIJK, and org 
genes and of the neomycin promoter of the Tn5B50 
insertions within the hil locus. The vertical arrows 

25 indicate and the location of the predicted start of 

transcription of the prgBIJK operon (small arrow) and the 
location of the two Tn5B50 insertions that define the bil 
locus (large arrows). The open triangle indicates the 
location of the prgHlizTnphoK insertion. Restriction 

30 endonuclease sites are as follows: B, BamHI; £, BcoRl; H, 
fllndlll; S, Sad; Ss, Sspl; V, ScoRV; X, Xhol. 

Fig. 2 is a photograph of a Northern blot assay in 
which the prgHIJK and org transcripts are identified. 
Blot hybridization of a prgH (A) , prgl~J (B) prgK (C) , 

35 org (D) , and p^gC (E) DNA probe to RNA purified from 
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vild-type (Wt) and phoP constitutive (P*^) S. typbimurium 
strains were grown aerobically to 0*5 optical density 
units. The bars indicate the RNA markers and are 9488, 
6255, 3911, 2800, 1898, and 872 nucleotides (NT) in size 
5 from top to bottom. 

Fig. 3 is a photograph of a priner extension 
analysis of RNA isolated from vild-type and PhoP^ 
5. typhijDuriuffl strains by using an oligonucleotide primer 
IB08 corresponding to nucleotides 1217 to 1199 of the 

10 prgH sequence. Lanes labeled ""AGCT** represent dideoxy 
DNA sequencing reactions. The lane labeled "wt" 
represents the products of a primer extension reaction 
initiated with primer IB08 and wild-type RNA as a 
template, and the lane labeled "P*^" represents the 

15 products of a primer extension reaction initiated with 
the same primer and PhoP^ RNA as a template. Reverse 
transcription of wild-type RNA with primer IB08 resulted 
in an approximately 270-nucleotide product corresponding 
to a predicted transcriptional start at nucleotide 949 of 

20 the prgB sequence. Abbreviations: wt, wild type strain 
140286; P^, PhoP° strain CS022. 

Fig. 4 A is a diagram showing the similarity and 
alignment of prgj^ mxlB^ and yscJT predicted gene 
products. 

25 Fig. 4B is a diagram showing the similarity and 

alignment of prgj and mxiJ predicted gene' products. 

Fig. 40 is a diagram showing the similarity and 
alignment of prgK, mxlJ, and yscJ predicted gene 
products. For Figs. 4A-4C, residues conserved among each 

30 of the predicted gene products are indicated with a plus 
(+) ; residues conserved among the prgJ and either the 
mxlH or yscF predicted gene products and between the prgJC 
and either the mxiJ or yscJ predicted gene products are 
indicated with an asterisk {*) . The location of the 

35 lipoprotein processing sites (Leu-Xaa-Gly-Cys) of the 
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prgK, mxiJ, and yscJ predicted gene products are 
indicated by underlining. Predicted protein sequences 
were conpared using the GCG BIAST network service and 
ALIGN program (Feng et al. , J. Mol. rvo J . 35:351-360. 
5 1987; Higgins et al- , CABIOS 5:151-153, 1989). 

Fig. 5 is a photograph of a SDS-PAGE gel. 
Salmonella proteins found in the culture supernatant of 
stationary-phase 5. typhlnuriun 14028s were cospared to 
proteins isolated from lysed whole cells or cellular 
10 fractions (membranes or intracellular soluble proteins). 
TCA precipitable material from 2 ml of supernatant from 
cultures of OD^qq " ♦•2 was vised. The whole cell, 
membrane, and soluble lanes contained material from 0.10 
ml, 0.35 ml, and 0.15 ml of cells, respectively. 
15 Proteins were fractionated in a 12% polyacrylamide gel by 
SDS-PAGE and stained with Coomassie Brilliant Blue R-250. 
The molecular masses of protein standards are indicated 
on the side of the gel as XDa. 

Fig. 6 is a photograph of a SDS-PAGE gel showing a 
20 comparison of culture supernatant proteins from 

S. typhimurium 14028s and culture supematants from 
mutants irtiich are defective in eucaryotic signaling. TCA 
precipitable material from 2 ml of bacterial culture 
supernatant was isolated at different times following 
25 c inoculation: mid-log, OD^q « 0.6; late-log / 

early-stationary, OD^oo "1.1; stationary, OD^ = 2.2. 
Proteins were fractionated in a 12% polyacrylamide gel by 
SDS-PAGE and stained with Coomassie Brilliant Blue R-250. 
The molecular masses of protein standards cure indicated 
30 on the side of the gel as XDa. wt, wild type (14028s); 
p^, PhoP° (CS022); P", PhoP~ (CS015) ; Ahil (CS451) , 
deleted for the hil locus. 

Fig. 7 is a photograph of a SDS-PAGE gel shoving 
an analysis of prgff::TnpboA and complementation of the 
35 insertion mutation by pWKSH5. TCA precipitable material 
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from 2 &1 of supernatant from stationary phase cultures 
was fractionated in a 10% polyacrylamide gel by SDS-PAGE. 
Protein was stained with Coonassie Brilliant Blue R-250. 
The molecular masses of protein standards are indicated 
5 on the side of the gel as kDa. vt, wild-type (14028s); 
IB040, prgHl: rXnphoA; IB043, prgHl : : Tnp/joA with plasmid 
pWKSHS containing a 5.1 kb insert of S. typhimxxrium DMA 
including prgBIJK. Supernatant protein bands 
complemented by pHKSHS are indicated by arrows (87 IcDa 
10 and 65 )cDa) and a bracket (three bands in the 35-40 KDa 
range) • 

Fig- 8 is a photograph of a SDS-PAGE gel showing 
Salmonella secreted proteins (Ssp) concentrated from 
supematants of different strains. Bach lane contains 

15 Ssp collected from 2 ml of culture supernatant. Lanes 1: 
wild-type S. typhimuriUBt SL1344; 2: EE638 (lacZyil-6) ; 3: 
EE633 (Iac2y4); 4: VB122 (hil At zkan- 112) ; 5: EE637 
(invFiilacZYll^S) $ 6: IB040 (prgHi : :TnphoA) St: molecular 
weight standard. Sizes of protein bands are given in 

20 kDa. * marks a protein band which was variably present 
in different preparations of Ssp from the same strains. 

Fig. 9 is a diagram showing the chromosomal 
organization of the sspBCDA genes and phenotypes of 
mutants sspC::iacZy4 (BB633) and sspAzzlacZYll-e (EE638) . 

25 The chromosomal location of ssp with respect to spar and 
pr§H is shown. An asterisk (*) indicates partially 
sequenced genes. Restriction sites in parentheses have 
only been mapped in the left region of the 11 kb EcoRl 
fragment. Abbreviations of restriction sites are: E: 

30 £coRl, B: BajBHI, P: PvuII, N: Ncol. Invasion of 

epithelial cells by different S. typblmurlum strains is 
given as the percentage of the bacterial inoculum 
surviving gentamicin treatment. Values represent means 
and standard errors of the means of three independent 

35 experiments, each performed in triplicate. Presence or 
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absence -of Salmonella secreted proteins SspA, SspC and 
SspD in culture supematants of different strains is 
indicated by -f or respectively. The molecular weights 
in kDa of these Ssp are shoim in parentheses. 
5 Fig. 10 is a diagraa shoving a complenentation 

analysis of EE638. Conpleaenting fragments of 
chromosonal DNA in a low-copy plasmid are shown according 
to the chroBosomal nap. Designations of the plasnids are 
given in brackets on the left. The positions of the lac 

10 promoter (Piac) indicated. A indicates a deletion. 

Fig* 11 is a photograph of an immunoblot analysis 
of various strains for expression and secretion of SspS?. 
Total cellular proteins from bacteria collected from 0.2 
ml of cultures were loaded in lanes designated "C", 

15 supernatant proteins from 0*2 ml bacterial culture 

supernatants were loaded in lanes designated **S**. 1: wild 
type S. typhlmurxum; 2: CS022 (PhoP^) ; 3: IB046" 
(prgrHl: :TnphoA) ; 4: CS451 (Ahll: :Tn5-428) ; 5: EE638 
(sspC::iac^IJ-6) ; 6: EE633 (sspA: :Iac^y4) . 

20 Fig. 12 is a diagram shoving a comparison of the 

deduced partial amino acid sequence of SspB with the 5. 
flexnerl homologue IpaB. Bars indicate identical 
residues, dots indicate gaps introduced in order to 
maximize similarity according to the GAP program of the 

25 GCG package. 

Fig. 13 is a diagram showing a comparison of the 
deduced amino acid sequences of SspC with the 5. fl&xneri 
homologues IpaC. Bars indicate identical residues, dots 
indicate gaps introduced in order to maximize similarity 

30 according to the GAP program of the GCG package. 

Fig* 14 is a diagram showing a comparison of the 
deduced amino acid sequences of SspD with the 5. flexneri 
homologues IpaD. Bars indicate identical residues, dots 
indicate gaps introduced in order to maximize similarity 

35 according to the GAP program of the GCG package. 
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Fig. 15.. is a diagram of the anino-terninal 
sequence derived from the 5 '-region of sspA. Amino acids 
determined by amino-terminal sequencing of SspC and SspA 
are underlined. 
5 Fig. 16 is a photograph of a SDS-PAGE gel shoving 

total soluble Ssp collected from 2 ml of cultures 
supernatants of wild type 5* typhimurium SL1344 and EE638 
(sspCtilacZYll^e) transformed with various plasmids. 
Lanes l: SL1344 [pWSK29]; 2: EE638 [pHSK29]; 3: EE638 

10 [PCH004 (sspC)]; 4: EE638 [pCHOOS (sspCD)]; 5: EE638 
[pCKGOe (sspD)]; 6: EEejJff- C?*Ct'-?02 (ospCM; J ; 7: SL1344 
^ [pcvtoc? (sspCZiJ^} J • I>anes 8 and 9 contain soluble Ssp 
from SL1344 [pWSK29] and EE638 [pHSK29], respectively. 
The sizes of tliG protein ^:r.±; are given in hDz. An 

15 asterisk («) indicates a protein band which was variably 
present in different preparations of Ssp from the same 
strains. 

Fig. 17 is a photograph of an SDS«-PAGE gel showing 
insoluble Ssp precipitates collected from 2 ml of culture 

20 supernatants of wild type 5. typhimurium SL1344 and EE638 
(sspC: :iacZyil-6) transformed with various plasmids. 
Lanes 1: SL1344 [pWSK29] ; 2: EE638 [pWSK29]; 3: EE638 
[PCH004 (sspC)]; 4: EE638 [pCH005 (sspCD)]; 5: EE638 
[pCH006 (sspD)]; 6: EE638 [pCH002 (sspCDA) } ; 7: SL1344 

25 (PCH002 (sspCDA)}. Lanes 8 and 9 contain soluble Ssp 
from SL1344 [pWSK29] and ££638 [pWSK29], respectively. 
The sizes of the protein bands are given in XDa. An 
asterisk (*) indicates a protein band v^ich was variably 
present in different preparations of Ssp from the same 

30 strains. 

Fig. 18 is a diagram showing the genetic 
organization of the invasion gene clusters from 
S. typhimurium and 5. fiexneri. The relative positions 
of each gene are indication and the directions of gene 

35 transcription are indicated by arrows. Arrows are not 
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drawn to scale* Gene clusters conserved in sequence and 
gene order are indicated by stippling (inv-spa/mxi'spa) , 
crosshatching (prglJK/mxlBI]) , and dark arrows (ssp/ipa) . 
Genes with no honologues within the respective regions 
5 are shown as open arrows. 

Fig. 19 is a depiction of the nucleic acid 
sequence of SspB (nissing part of the 5' end) (SEQ ID NO: 

ly: ~ 

Fig. 20 is a depiction of the nucleic acid 
10 sequence of SspC (SEQ ID NO: 2) . 

Fig. 21 is a depiction of the nucleic acid 
sequence of SspD (SEQ ID NO: 3} • 

Fig. 22 is a depiction of the nucleic acid 
sequence of SspB (aissing part of the 3' end) (SEQ ID NO: 
15 4) and the predicted amino acid sequence SspB (partial c* 
terminal) (SEQ ID NO: 5). 

Fig. 23 is a depiction of the predicted amino acid 
sequences of SspC (SEQ ID NO: 6) , SspD (SEQ ID NO: 7) , 
and SspA (partial animo terminal) (SEQ ID NO: 8). 
20 Fig. 24 is a depiction of the nucleic acid 

sequences of iagB (SEQ ID NO: 9) and stpA (SEQ ID NO: 
10) . 

Fig. 25 is a depiction of the predicted amino acid 
sequences of iagB (SEQ ID NO: 11) and stpA (SEQ ID NO: 
25 12). 

Fig. 26 is a depiction of the nucleic acid 
sequence of prgH (SEQ ID NO: 13) . 

Fig. 27 is a depiction of the predicted amino 
acid sequences of prgB (SEQ ID NO: 14) . 
30 Fig. 28 is a depiction of the nucleic acid 

sequence of SspBCDA (truncated at 3' and 5' ends) (SEQ ID 
NO: 15). 

Fig. 29 is a depiction of the nucleic acid 
sequence of prgH and 5' and 3' flanking sequences (SEQ ID 
35 NO: 16). 
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SSD Proteins and Genes 

The Salmonella secreted proteins (Ssp) of the 
invention have a variety of uses* For example, they can 
be used as diagnostic reagents « therapeutic agents^ and 
5 research products. The genes encoding Ssp also have a 
variety of uses. For example, they can be used as 
diagnostic reagents. They can also be tised to create 
vaccines including live attenuated vaccines. 

Because Salmonella infection is a significant 

10 health problem and because Ssp proteins are soluble 
proteins that are found on the surface of Salmonella, 
various Ssp, DKA encoding various Ssp, and antibodies 
directed against various Ssp are useful in diagnostic 
assays. Because Ssp are required for optimal virulence, 

15 DNA encoding a mutant Ssp having decreased function can 
be used to create strains of Salmonella with reduced 
virulence. Such strains are useful as live vaccines. 

An Ssp (or a portion thereof which can gain entry 
into the cytoplasm) can be used to translocate a second 

20 molecule, e.g., a polypeptide, into the cytoplasm of a 
cell. This approach can be useful for the induction or 
priming of cytotoxic lymphocytes (CTL) directed against 
the second molecule. An Ssp (or a portion thereof 
capable of translocating an attached second molecule) can 

25 be used to introduce a second molecule into the cell 
cytoplasm for the purpose of drug 'delivery. Often the 
second molecule is a polypeptide which is covalently 
linked to an Ssp (or a portion thereof), e.g., by a 
peptide bond. Such molecules can be readily produced 

30 first preparing a chimeric gene encoding the Ssp (or 
portion thereof) and the second molecule as a single 
polypeptide chain. This gene can be used to prepare the 
fusion protein for administration to a patient. 
Alternatively, the chimeric gene can be introduced into a 
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Strain of Salmonella which can then bemused as either a 
live vaccine or drug delivery system. 
Ssp as Diagnostic Reagents 

An Ssp can be used as a diagnostic tool for the 
5 detection of SalBoneiia infection in a patient or to 

evaluate status of an inune response to Salmonella. For 
exaitple, one or more Ssp can be used an antigen in an 
FT.TSA assay to detect the presence of Salmonella-specific 
antibodies in a bodily fluid, e.g., blood or plasma, 

10 obtained from an infected patient or an individual 
suspected of being infected with Salmonella » Ssp can 
also be used to test immune cell activation, e.g., T or B 
cell proliferation or f^^olcine production, in a sample of 
patient-derived cells, e.g., peripheral blood mononuclear 

15 cells, to detect the presence of a cellular immune 
response to Salmonella* 

Polynucleic acids (e.g., primers and probes) 
encoding all or part of an Ssp can be used in 
hybridization assays to detect the presence Saiaoneiia 

20 infection, e.g., using a PCR assay or other probe or 
primer based assay designed to detect particular DNA 
sequences . 

Antibodies capable of selectively binding a 
particular Ssp can be used to detect the presence of 

25 Saiaoneiia in a biological sample. Such antibodies can 
be produced using standard methods. 
Theraneu^ ^ g Applications of Ssp Fusion Proteins 

Fusion proteins comprising all or part of an Ssp 
and a second protein or polypeptide are useful for a 

30 variety of therapeutic applications such as vaccines 
(e.g., recombinant Salmonella vaccines or vaccines 
against heterologous pathogens) , cell targeting agents 
for delivery of drugs (e.g., cytotoxic agents), and 
adjuvants, (e.g., to boost an immune response to a co- 

35 administered antigen) • 
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To produce a recombinant Salmonella vaccine^ a 
gene encoding an Ssp fusion protein can be introduced 
into a SaijDoneiia vaccine. Because Ssp are involved in 
bacterial mediated endocytosis, the Ssp fusion protein 
5 will cause the second polypeptide or protein to be 

internalized by epithelial cells (or other cells to %^ich 
the Ssp binds) of the individual to which the vaccine is 
administered. This internalization can trigger a Type I 
KHC-mediated response to the second protein or 

10 polypeptide. The induction of this response will lead to 
the induction of CTL (or the priming of CTL) specific for 
the second protein or polypeptide. The induction or 
priming of antigen-specific CTL can provide therapeutic 
or prophylactic benefits. 

IS Purified fusion proteins can be used as 

recombinant vaccines. Proteins fused to Ssp are 
specifically targeted to epithelial cells or other cell 
types to which the Ssp bind; the fusion proteins are then 
internalized by the targeted cells. Thus, Ssp fusion 

20 proteins are useful to generate an immune response to the 
antigen to which the Ssp is linked or to deliver a 
therapeutic compound, e.g., a toxin for the treatment of 
cancer or autoimmune diseases in which the killing of 
specific cells, i.e., the cells to %rtiich a Ssp binds, is 

25 desired. Delivery of a toxin linked to a SspC or SspD 
polypeptide is especially useful in cancer therapy 
because man types of cancers are of epithelial cell 
origin. 

Ssp fusion proteins which contain all or part of a 
30 Ssp linked to a heterologous protein can be made using 
methods kno%m in the art. Two or more polypeptides may 
be linked together via a covalent or non*covalent bond, 
or both. Mon-covalent interactions can be ionic, 
hydrophobic, or hydrophilic. 
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A covalent linkage nay take the form of a 
disulfide bond. For example, the DNA encoding one of the 
polypeptides can be engineered to contain a unique 
cysteine codon* The second polypeptide can be 
5 derivatized with a sulfhydryl group reactive with the 
cysteine of the first component. Alternatively, a 
sulfhydryl group , either by itself or as part of a 
cysteine residue, can be introduced using solid phase 
polypeptide techniques. 

10 A number of other covalent crosslinking agents, 

e.g., photoreactive crosslinkers, vater-soluble 
cross linkers, which are commercially available may be 
used to join a heterologous polypeptide to a Ssp to 
create a fusion protein. If the fusion protein is 

15 produced by expression of fused genes, a peptide bond 
serves as the link between the components of the fusion 
protein. Such fusion proteins are produced by expression 
of a chimeric gene in which seqpiences encoding all or 
part of an Ssp are in frame with sequences encoding the 

20 second protein or polypeptide. In some circumstances it 
may be useful to include a linker polypeptide between the 
Ssp and second protein of polypeptide. 

Internalization of the fusion protein may not 
require the presence of a complete Ssp protein. A 

25 intemalizati on-competent portion of an Ssp will be 
ade(}uate in many circumstances. Whether a particular 
portion of a selected Ssp is sufficient for 
internalization can be tested as follows. The selected 
portion of an Ssp is fused to a calmodulin-dependent 

30 adenylate cyclase. If this test fusion protein ii 

internalized, it will be exposed to calmodulin and the 
cy lease will be activated. The presence of adenylate 
cyclase activity can then be used as a measure of 
internalization. This general approach is described by 

35 sorg et al. (Molecular HcroMol. 14:583-94, 1994). 
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Ssp are virulence factors that alter the ability 
of bacteria to be internalized by specific populations of 
host cells and to induce an immune response. Salmonella 
with mutations in genes encoding Ssp are useful in the 
5 manufacture of live SalmonGlla vaccines vith altered cell 
tropism. 

Deletion or overexpression of Ssp in Salmonella 
can be used to target strains or fusion proteins to 
various mammalian cell types. Invasion of epithelial 

10 cells or macrophages can be selected depending on the Ssp 
mutated. For example, use of Salmonella as an antigen or 
drug delivery vehicle can be optimized by deleting part 
or all of a gens encoding a Ssp involved in bacterial 
mediated endocytosis (or mutating such a gene to impair 

15 Ssp function) , thereby minimizing the ability of 
Salmonella to invade epithelial cells (and therefor 
maximizing antigen^delivexry to antigen presenting cells 
such as xoacrophages) • In this manner, strains with 
mutated Ssp genes can be used to modulate the host immune 

20 system. Deletion of Ssp genes in Salmonella can also be 
used to alter the ability of Salmonella to stimulate IL-8 
secretion by epithelial cells. 

Fusions of antigens to Ssp genes can be used to 
facilitate an immune response to the linked antigens for 

25 the purpose of generating an antigen-specifiq cytotoxic T 
cell response in a patient. For example, Ssp fusions to 
viral antigens are useful as therapeutic vaccines for 
diseases such as AIDS and Herpes genitalis in which the 
generation of a cytotoxic T cell (CTL) response is 

30 desired. Delivery of antigens in this manner favors the 
generation of an antigen-specific CTL response because 
the Ssp portion of Ssp fusion protein mediates 
translocation of the fusion protein across eucaryotic 
cell membranes into the intracellular compartments in the 

35 cytoplasm of cells irtiich participate class I KHC-mediated 
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anl:jL,9en processing and presentation, i.e., the generation 
of class I MHC-restricted antigen-specific CTLs. 

Fusion proteins vhich include all or part of a Ssp 
linked to a cytotoxic nolecule can be used to target a 
5 cytotoxic nolecule to a specific cell type, e.g., an 
epithelial cell-derived cancer cell, which would then by 
killed by the cytotoxic agent. Cytotoxic fusion proteins 
can be synthetically or reconbinantly produced and 
administered directly to a patient. Alternatively, live 

10 Salmonella expressing a cytotoxic S^p fusion protein can 
be administered and allowed to produce and secrete the 
fusion protein in vivo. 

Ssp are also useful as adjuvants to boost the 
inmunogenicity of antigens with ^ich they are delivered 

15 or to %^ich they are chemically or recombinantly linked. 
Ssp that have enzymatic effects, e.g., phosphatase 
activity, on certain types of eucaryotic~cells can be 
used to promote specific types of immune responses such 
as TH2 or TBI T cell responses. Since these proteins are 

20 secreted and are likely taken up in the cytoplasm of 
eucaryotic cells, gene fusions to these proteins are 
likely to be more immunogenic and more efficient in 
inducing the development of an immune response, 
particul<u:ly a class I NHC-restricted CTL response. 

25 Various oral and parenteral delivery systems are 

known in the art and can be used to deliver the Ssp 
polypeptides and/or chimeric antigens of the invention, 
such as encapsulation in liposomes, or controlled release 
devices. The compositions of the invention can be 

30 formulated in a pharmaceutical excipient in the range of 
approximately 10 Mg/kg and 10 mg/kg body weight.. 

The compositions and methods of the invention 
provide the tools with %rhich to construct better vaccines 
against Salmonella infection and for the prevention and 

35 treatment of other diseases, e.g., cancer and AIDS, by 
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using SalmonBlla secreted proteins as carriers of 
heterologous antigens, e.g., tvmor antigens or viral 
antigens, either as purified coaponents or as hybrid 
proteins produced in live SalJBonelia vaccine strains. 
5 sgp and AttgnMflted Bflrtgrial Straing 

Deletion or nutation of one or sore Ssp genes can 
be used to attenuate vaccine strains. For instance 

deletion of Ssp genes leads to lack of neutrophil 

transmigration across epithelial cell 

10 monolayers (a model system that correlat*'' •f.i: with the 
ability f%f ri*"^ > £Ewialns t.o cause gastroenteritis). 

Vaccine strains are usually administered at doses 
of 1 X 10^ to 1 X 10^^ cfu/single oral dose. Those 
skilled in the art can dc^crmj^e t^s correct dosage using 

15 standard techniques. 
Research products 

Ssp with enzymatic activity, e.g.. Salmonella 
tyrosine phosphatase (stpA) , can be used as reagents for 
protein modification. StpA catalyses the release of 

20 phosphate groups from tyrosine residues in proteins, and 
thus, is especially useful in the field of signal 
tremsduction. Since a number of eucaryotic and 
procaryotic signal transduction proteins are regulated by 
the phosphorylation and dephosphorylation of tyrosine 

25 residues, stp can be used to deactivate or activate these 
proteins, thereby altering intracellular signal 
transduction. Thus, Stp can be used as a research tool 
to study and evaluate phosphorylation-regulated signal 
transduction pathways. 

30 Modification of Ssp and Ssn Variants 

When an Ssp is being used to translocate a second 
molecule into a eukaryotic cell, it may be useful 
increase expression of the Ssp (or Ssp fusion protein) so 
that BME is increased. Increased expression of sspC, 

35 sspD and other ssp genes may be accomplished using 
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methods know in the art, e.g., by introducing multiple 
copies of the gene(s) into the bacterial cell or cloning 
the Ssp-encoding DNA under the control of a strong 
promoter* 

5 Under other circuBistances it may be desirable to 

increase uptake of a bacterial strain, e.g., a Salmonella 
strain, by a macrophage in a mammal by impairing the 
normal invasion mechanism of the strain. This can be 
accoB^lished by decreasing expression of the DNA encoding 

10 the SspC and/or SspD (and thereby decreasing secretion of 
Ssp and/or SspD polypeptides) and administering the cell 
to the mammal. Ssp expression may be reduced using 
methods Kno%m in the art, e.g., insertion of a transposon 
(Tn) into the gene, deletion of some or all of the gene, 

15 mutating a gene upon vhich SspC and/or SspD expression 
depejids, e.g., prgH, e«g., a deletion or Tn insertion in 
the prgHIJK operon. Instead of decreasing the expression 
of sspC and/or sspD, the method may include the step of 
impairing the function of one or both of the gene 

20 products, e.g., by Tn insertion, deletion mutagenesis, or 

by impairing the secretory pathway by which the gene 

products are secreted such that the gene products are 
produced but not effectively transported to the 
extracellular environment. 

c 

25 Examole 1: PhoP/PhoO Transcriptional Repression of 
S. typhimurlum Tnvagion Genes; Evidence for a Role in 
Protein Secretion 

The PhoP-repressed prgH locus of 5. typhimurium 
may be Important for signaling epithelial cells to 

30 endocytose typhimurlum. The following series of 

experiments demonstrate that the prgK locus is an operon 
of tour genes encoding polypeptides of 392 amino acids 
(prgH), 80 amino acids (prgi) , 101 amino acids (prgJ) , 
and 252 amdLno acids (prgK) • These experiments also 
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demonstrate that expression of the 2 . 6-kb prgHIJK 
transcript is reduced when PhoP/PhoQ is activated, 
suggesting that PhoP/PhoQ regulates prgHIJK by 
transcriptional repression. Further, analysis of the 
5 culture supernatants from wild-type S. typhlmurium 

revealed the presence of at least 25 polypeptides larger 
than 14 kDa. Additional experiments demonstrated that 
prgHI : :TnphoA, phoP constitutive (PhoP^) , and hil 
deletion mutants have significantly defective supernatant 

10 protein profiles. A further set of experiments described 
below demonstrate that both the invasion and supernatant 
protein profile defects of the prgHi ; : TnphoA mutant can 
be complemented by a 5.1 kb plasmid that included 
prgHIJK. Taken together these results suggest that 

15 PhoP/PhoQ regulates extracellular transport of proteins 
by transcriptional repression of secretion determinants 
and that secreted proteins are likely involved in 
signaling epithelial cells to endocytose bacteria. 

The following reagents and procedures were used to 

20 evaluate the prgH locus. 

Bacterial Strains. Growth and Conditions 

S. typhlmurium strain ATCC 14028s (American Type 
Culture Collection, Bethesda, MD) is a virulent wild-type 
parent strain from which all other Salmonella strains 

25 described in Example 1 were derived. Bacterial strains 
and plasraids are described in Table l. Luria-Bertani 
broth (LB) was used as rich bacterial growth medium. 
Antibiotics were added to LB broth or agar in the 
following concentrations: ampicillin, 25 /xg/ml; 

3 0 chloramphenicol, 50 Mg/ml; kanamycin, 4 5 ;ig/ml . 
DMA sequencing and analvsis 

Double-strand templates were sequenced by the 
dideoxy-chain termination method known in the art as 
modified for use with Sequenase™ (US Biochemicals , Corp.) 

35 and [Qf-^^S]dATP. Computer analysis of the DNA sequence 
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was accomplished with the GENEPRO (Riverside Scientific, 
Riverside, OA) and Wisconsin package (GCG, version 7) 
programs. The nucleotide sequence of the prgHIJK locus 
has been deposited in GeneBank under accession number 
5 U21676. 

RNA extraction, RNA blot analyses, and primer extension 
analyses 

RNA was isolated from mid-log phase cultures 
(ODgoo = 0-5) of aerobically-grown (with shaking) and 

10 microaerophically-grown (without shaking) Salmonella 

strains using a standard hot phenol procedure (Pulkkinen 
et al., J. Bacteriol , 173:86-93, 1993). For RNA blots, 
20 |ig of RNA was diluted in HjO and incubated for 15 
-minutes at 55°C in 50% formamide, 17.5% formaldehyde in 1 

15 X Northern buffer (0,36 M Na2HP04-7H20, 0.04 M 

NaHjPO^-HjO) . Samples were run on 1% agarose gels 
containing 6% formaldehyde and 1 x Northern buffer and 
were transferred to Gene Screen Plus membranes 
(NEN/Dupont) . RNA was crosslinked to the membrane using 

20 a Stratalinker^" UV crosslinker (Stratagene, La Jolla, 
CA) . Membranes were hybridized and washed according to 
the manufacturer's protocol. 

The DNA probes for RNA-DNA and DNA-DNA blot 
hybridization were obtained from recombinant plasmid DNA 

25 by restriction endonuclease digestion or by polymerase 
chain reaction (PGR) using the GeneAmp"^" PGR kit 
(Perkin-Elmer/Cetus) . The following DNA probes were 
synthesized: a 841-bp prgH probe from the oligonucleotide 
primers IB07 (5'-CCAGGTGGATACGGA-3 ' ; SEQ ID NO: 17; 

30 nucleotides 1198 to 1212) and 1819 

(5'-TAGCGTCCTCCCCATGTGCG-3' ; SEQ ID NO: 18; nucleotides 
2039 to 2021) ; a 433-bp prgl-prgJ probe from the primers 
IB2 6 (5'-CCGGCGCTACTGGCGGCG-3' ; SEQ ID NO: 19), 
nucleotides 2304 to 2321) and DP04 

35 {5'AGCGTTTCAACAGCCCCG-3' ; SEQ ID NO: 20), nucleotides 
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2737 to 2719); a 341-bp prgK probe from primers DP03 
(5'-CGGGGCTGTTGAAACGC-3' ; SEQ ID NO: 21), nucleotides 
2720 to 2736) and DP08 ( 5 ' -AACCTGGCCTTTTCAG-S ' ; SEQ ID 
NO: 22), nucleotides 3060 to 3045); a 724-bp org probe 
5 from primers DP15 (5 ' -GGCAGGGAGCCTTGCTTGG-3 ' ; SEQ ID NO: 
23), nucleotides 3774 to 3792) and DP17 

(5'-GTGCCTGGCCAGTTCTCCA-3' ; SEQ ID NO: 24); and a 608-bp 
page probe from a Psi and StuI restriction-endonuclease 
digest of pWPL4 that contains the wild-type pagC gene. 

10 DNA probes were radiolabelled using a standard method of 
random priming with [a-^^P]dCTP. 

For primer extension analyses, oligonucleotide 
primers (0.2 picomoles) were end-labelled with [y-^^PJdATP 
(NEN/Dupont) , annealed to S. typhimurium RNA (20^.q) and 

15 extended with reverse transcriptase (Gibco BRL, St. 
Louis, MO) . Reactions were electrophoresed in 6% 
polyacrylamide, 8 M urea gels adjacent to sequencing 
reactions initiated with primers used for cDNA synthesis. 
DNA blot hybridization analysis 

20 Chromosomal DNA was isolated, restriction 

endonuclease digested, size fractionated in agarose gels, 
and transferred to GeneScreen Plus membranes 
(NEN/Dupont) , For dot blot hybridization experiments, 
high stringency hybridization was performed according to 

25 standard methods at 65*0 using radiolabelled probes. 
Protein isolation and analysis 

Bacteria were grown in LB, with shaking at 37 °C. 
Bacterial cultures were chilled to 4*'C and centrifuged at 
154,000 X g for 1.7 hours. The supernatant was carefully 

3 0 removed and trichloroacetic acid (TCA) was added to a 
final concentration of 10%. The precipitates were 
collected by centrif ugation at 69,000 x g for l hour, 
rinsed with cold acetone, dried and stored at 4 **C. The 
bacterial cell pellet was fractionated to obtain 

35 periplasmic, cytoplasmic, and membrane fractions. 
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Samples were analyzed by sodium dodecyl 

sulf ate-polyacrylamide gel electrophoresis (SDS-PAGE) on 
a 10-12% polyacrylamide (0.1 M Tris pH 8.45, 0.1% SDS) 
gel using a standard Tris-glycine buffer system or 
5 standard Tris-tricine buffer system, TCA precipitates 
were mixed with sample buffer (250 mM Tris pH 6.8, 2% 
SDS, 0.002 5% bromophenol blue, 5.0% ^-mercaptoethanol , 
10% glycerol) and heated to 100*C for 5 minutes. 
Proteins were visualized by staining with Coomassie 

10 Brilliant Blue R-250. 
Enzyme assays 

Presence of the marker enzymes, alkaline 
phosphatase (periplasm) and ^-galactosidase (cytoplasm) 
were used to assess fraction purity. A plasmid, pPOS3 , , 

15 containing an arabinose-inducible phoA gene, was inserted 
into wild-type strain 14028s by transformation and moved 
into other strains using P22 bacteriophage-mediated 
transduction. Addition of arabinose (0,02%) to the 
culture medium induced transcription of the phoA gene. 

20 Determination of alkaline phosphatase activity of strains 
containing pPOS3 was performed using the substrate 
p-Nitrophenyl phosphate according to standard methods. 
The results were expressed in standard units for 
^-galactosidase (Miller, J.H. , 1972, Experiments in 

2 5 Molecular Genetics, Cold Spring Harbor Laboratory, Cold 

Spring Harbor, N.Y., pp. 352-355). 0-galactosidase was 
produced from a strain with a mudJ-generated gene fusion 
of msg and lacZ, The gene, msg , is constitutively 
expressed and not PhoP regulated. )3-galactosidase 

3 0 activity of strains carrying msgi iMudJ was measured using 

routine methods (Miller et al., supra). 
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Table 1. Bacter ial strains, plasmids and relevant 
properties 



S. typhxnmrj^m 



Relevant genotype 



ATCC 14028s 
5 CS002 



Wild Type 
pho~24 

phoN2zxx: : 6251Tnl0d'Cin 
CS019 with prgHl : :TnphoA 
IB040 with pWKSHS 
phoP-102 : :TnlOd'Cm 

14028s derivative of EE451 with Lhll 



CS019 
IB040 
IB043 
CS015 



10 CS451 



Escherichia coll 



DH5a 



F~*8*dIacZAM15A (lacZYA-argF) U169endAl 
recAlhscmi7deoRthi-lsupE4 4XgyrA9 6reiAl 



Plasmids 

15 pIBOl: pUC19 (amp^) containing a 10.7-kb £coRV fragment 
with prgrj/i : :TnphoA (kan^) 
pVB3 pUCI9 containing a 5.9-kb HindIII-£coRI fragment 



pWKSHS pWKS3 0 (amp**) containing a 5,1-kb Hindlll fragment 
of prgH locus 

pWPL4 pUC19 containing a 5.0-kb EcoRV fragment of the 
page locus 

pPOSS PBR322 containing arabinose-inducible PhoA 
Cloning and sequencing of oraH 



was cloned based upon information derived from the 
physical map of restriction endonuclease sites 
surrounding the transposon insertion (Fig. l) (Behlau et 
al., J. Bacterial, 175:4475-4484, 1993, hereby 

30 incorporated by reference) . Chromosomal DNA from strain 
IB040 containing the prgHl : iTnphoA insertion was digested 
with the restriction endonuclease EcoRV and ligated into 
Smal digested pUC19 to generate a library of recombinant 
plasmids. These recombinant plasmids were transformed 

3 5 into Escherichia coli {E. coli) DHSq. A recombinant 
plasmid containing a 10.7 kb EcoPV fragment was 
identified by selecting for kanamycin resistance (TnphoA 



of the prgH locus 



25 



The DNA containing the prgHl: iTnphoA gene fusion 
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encoded) and was designated pIBOl (Fig. 1) . DNA 
hybridization analysis of strain IB040 with a 
radiolabelled 1.5-kb Hindlll-SacI-generated DNA fragment 
of pIBOl resulted in hybridization to an approximately 
5 10,7-kb EcoRV DKA fragment. This was approximately 7.7 
)cb (the size of Tnphok) larger than the 3-kb fragment 
present in the wild-type strain ATCC 14 028s. This probe 
also hybridized strongly to plasmid pVB3 that contained 
the 5.9 kb Hlndlll-EcoRI fragment of the hll locus (Fig. 

10 1) , confirming the location of the prgH locus within this 
region. This data indicated DNA containing the 
prgHl: iTnphoA insertion had been cloned. 

The DNA sequence of the 4,034-bp Hindlll-Sspl 
fragment (within which the TnphoA insertion in prgH was 

15 localized) was determined by sequencing plasmid pIBOl 
containing the cloned prg/ZI : : TnphoA allele. This 
sequence was confirmed by DNA sequencing of pWKSHS 
containing the wild-type prgH allele (Fig. 1). 
Information from DNA sequence of the prgHl::phoA fusion 

20 junction was used to determine the direction of 

transcription and correct reading frame of prgH. TnphoA 
was inserted after nucleotide 1548 within an open reading 
frame that extended from nucleotides 981 to 2156. prgH 
was predicted to encode a 392 amino acid polypeptide with 

25 a calculated M^. of 44,459 daltons and pi of 5.86. The 

N-terrainal portion of prgH was found to have a stretch of 
nonpolar residues followed by the motif Leu-Xaa-Gly-Cys 
at residues 24 to 27 (corresponding to nucleotides 1050 
to 1061) characteristic of the processing site of 

30 bacterial lipoproteins. There was a strong hydrophobic 
domain (amino-acid residue 144 to 154, corresponding to 
nucleotides 1410 to 1433) upstream of the TnphoA 
insertion. 

Analysis of the nucleotide sequence located 
3 5 upstream of prgH revealed an additional open reading 
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frame from nucleotides 665 to 222, termed or/i , likely to 
be oppositely transcribed from prg/f. The intergenic 
region between orfl and prgH was 216 nucleotides. orfl 
was predicted to encode a gene product of 148-amino-acid 
5 residues with a calculated of 17,186. The start codon 
of orfl was preceded by a potential ribosome binding site 
at 7 to 11 nucleotides 5* to the predicted start of 
translation (5 ' -AAAGG-3 ' , nucleotides 676 to 672) 
suggesting that this open reading frame was translated. 
10 The orfl predicted gene product had no signal sequence 
nor any strong hydrophobic domains. 
Identification of pral . vraJ . and praK 

Analysis of the nucleotide sequence located 
downstream from prgH revealed four additional open 
15 reading frames that were predicted to be transcribed in 
the same direction and form an operon: (a) nucleotides 
2184 to 2423; (b) nucleotides 2445 to 2747; (c) 
nucleotides 2747 to 3502; and (d) nucleotide 3476 to 
beyond the 3' Sspl site. The first three of these four 
2 0 open reading frames identified were designated prgi , 

prgJ, and prgK respectively. prgI , prgJ , and prgK were 
. predicted to encode gene products of 80 amino acids (Mj., 
8865 daltons) , lOl amino acids (M^., 10,929 daltons) , and 
252 amino acids (M^, 28,210 daltons). The predicted gene 
2 5 products encoded by prgI and prgJ did not contain a 
signal sequence or strong hydrophobic domains. The 
predicted gene product encoded by prgK contained a 
N-terminal hydrophobic region followed by a potential 
lipoprotein processing site from amino-acid residue 15 to 
30 18 (corresponding to nucleotides 2788 to 2800) . The 

fourth open reading frame corresponded in DNA secjuence to 
the S, typhlmurium oxygen-regulated gene (org). 
prQH-K transcription i s negativelv regulated bv PhoP/PhoO 
To determine whether prgH was negatively regulated 
35 by PhoP/PhoQ, RNA isolated from wild-type (ATCC 14028s) 
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and PhoP^ (CS022) strains of S. typhimurium were 
analyzed. In niunerous RNA blot analyses, the 
prgH-specif ic DNA probe hybridized with an approximately 
a 2600-nucleotide RNA from the wild-type strain (Fig. 2). 
5 The size of the RNA that hybridized to the prgH probe was 
similar to that of the prgH-K open reading frame 
predicted from the DNA sequence (i.e., 2600 vs. 2522 
nucleotides) . In contrast, no transcript was seen when 
equal amounts and similar quality of RNA (as assessed by 

10 methylene blue staining) isolated from the PhoP^ strain 
was probed with prgH-specif ic DNA (Fig. 3) . In 
comparison, when the same RNA preparations were 
hybridized with a pagC-specif ic probe, an approximately 
llOO-nucleotide pagC transcript was highly expressed in 

15 the PhoP^ strain (Fig. 2), consistent with the 

constitutive phenotype of pag gene expression in the 
PhoP^ mutant (PuDckinen et al., J. Bacterlol . 173:86-93, 
1991, hereby incorporated by reference). These results 
indicate that regulation of prgH occurs at the level of 

2 0 transcription. 

Primer extension analysis was performed to obtain 
information on the possible initiation site of prgH 
transcription. Based on this analysis, the start of prgH 
transcription was predicted to begin approximately 

2 5 3 2 nucleotides upstream from the prgH translational start 

(Fig, 3), Several different primers were used that 
resulted in primer extension products of differing 
lengths, but all predicted that transcription initiated 
at this site. The predicted -10 (5' -TAATCT-3 ' ) and -3 5 

3 0 (5'-TTCATC-3' ) regions are similar to the consensus 

sequences for typical alO E. coll promoters. Similar to 
the results of RNA blot hybridization analysis, a primer 
extension product was detected only with RNA isolated 
from wild-type S. typhimurium and not with RNA isolated 
35 from the PhoP^ strain (Fig. 3). 
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35 



The size of the RNA that hybridized to the 
prgH-specific probe suggested that prgH-K could form a 
transcriptional unit. Therefore, to determine whether 
prgl'K formed an operon that was regulated by PhoP/PhoQ, 
5 RNA blot hybridization and primer extension analysis were 
performed using DNA probes and primers specific to the 
prgi, prgJ, and prgK open reading frames. Similar to the 
results with prgH, the prgl-J- and prgX-specif ic DNA 
probes hybridized with an approximately 2600-nucleotide 
10 RNA isolated from wild-type S. typhimurium and not with 
RNA from the PhoP^ strain (Fig. 2). No primer extension 
products less than 350 nucleotides were detected using 
RNA isolated from either the wild-type or PhoP^ strains 
using prgi, prgJ , and prgK primers. These primers were 
15 from 1662 to 2332 nucleotides downstream from the 

predicted start of prgH transcription. These findings 
indicated that prgH-K were transcribed as an operon, 
heretofore referred to as prgHIJK. Furthermore, this 
operon was likely to be transcribed from the prgH 
20 promoter and was negatively regulated by PhoP at the 
level of transcription. 
oj-g is not regulated bv P hoP/PhoQ 

Although the above results suggested that the 
prgHIJK transcriptional unit did not include org, 
25 experiments were performed to test this possibility. 
Blot hybridization analysis was performed with RNA 
isolated from wild-type 5. typhimurium and an 
org-specific DNA probe. As shown in Fig. 2, two distinct 
transcripts hybridized to the org probe: an approximately 
30 1400-nucleotide abundant RNA and a minor RNA of 

approximately 3800 nucleotides. The size of the smaller 
RNA was similar to that of the org open reading frame 
(1400 vs. 1236 nucleotides). In comparison, . only the 
major 1400-nucleotide RNA was seen when RNA from the 
35 PhoP^ strain was hybridized with the org-specific DNA 



Printed at NIC's Patent Centre, Delhi 



wo 97/18225 



PCT/USWI8504 



- 36 - 

probe, suggesting that the 3800-nucleotide RNA was PhoP 
repressed. 

A minor RNA of approximately 3800 nucleotides also 
was detected in long exposure of wild-type RNA blots that 

5 were hybridized with either the prgH, prgl-J , or prgK 
probes, suggesting possible cotranscription of prgHIJK 
and org. However, both the major (14 00 nucleotide) 
and minor (3800 nucleotide) transcripts were detected 
when RNA isolated from the prgHl : tXnphoA strain was 

0 hybridized with the org probe, indicating that the 

prgHli iTnphoh. insertion was not polar on either of the 
org transcripts. Because expression of an org\:lacZY 
fusion was shown to be increased approximately fourteen 
fold in low-oxygen compared with high-oxygen tension, RNA 

5 from wild-type and PhoP^ strains that were grown 

aerobically or microaerophically to an optical density at 
2 60 nm of 0,5 were compared by blot hybridization with 
the org-specific DNA probe. No substantial difference 
was seen in the relative amounts of RNA transcripts 

0 detected in wild-type or PhoP*^ strains grown under these 
conditions. These data indicate that org did not form 
part of the prgHIJK operon and that it was not regulated 
by PhoP/PhoQ. 

The prol. p rqj, and praK predicted polypeptides are 
5 similar to 5. flexneri M xi and y. enterocolitica Ysc 
proteins 

The sequences of the five predicted polypeptides 
(PrgH, PrgI, PrgJ, PrgK, and Orfl were compared with the 
protein sequences translated from the GeneBank library 

0 using BLAST network software. This comparison revealed 
similarity between the predicted products of prgI , prgJ , 
and prgK and the MxiH, Mxil, and Mxi J proteins of S, 
flexneri . Each of the these polypeptide sequences were 
similar over their entire length, with 65% (PrgI vs. 

5 MxiH), 38% (PrgJ vs. Mxil), and 46% (PrgK vs. MxiJ) of 
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positions occupied by identical residues (Figs. 4A-4C) . 
The prgi and prgK predicted gene products were also 
similar to the YscF and YscJ proteins, respectively, of 
Y. enterocolltlca, with 28% and 308 of positions occupied 
5 by identical residues. The Poisson probabilities were 
highly significant for each of these comparisons. No 
protein similar to the prgH or orfl predicted 
polypeptides was detected in the protein sequence 
library. 

0 Isolati on of proteins from S. tvphimurium culture 
supernatants 

The role of prgHIJK in S. typ/3irouriu/7j protein 
secretion was analyzed by examination of the proteins 
present in cell culture supernatant. Culture media of 
5 wild-type bacteria was collected for protein analysis by 
centrifuging stationary phase cultures at 154,000 x g for 
1.7 hours. From 6-8 ng/ml of protein was precipitated by 
addition of trichloroacetic acid (TCA) to overnight 
culture supernatants. The TCA-precipitable material in 2 
0 ml of supernatant then was fractionated by sodium dodecyl 
sulf ate-polyacrylamide gel electrophoresis (SDS-PAGE) 
(Fig. 5). Approximately 25 protein bands, ranging in 
molecular mass from 18-87 kDa, were detected by Coomassie 
brilliant blue staining. 
5 To rule out the possibility that the supernatant 

protein bands represented proteins released from lysed 
cells, soluble and membrane fractions of whole cells and 
whole cell lysates were compared with proteins from the 
supernatant by SDS-PAGE (Fig. 5) . Many of the major 
0 polypeptides in the supernatant (e.g., the polypeptide 
with molecular mass of 87 kDa) were not the major 
proteins in the other cellular fractions. Conversely, 
major intracellular soluble proteins and membrane 
proteins (e.g., the 36 kDa OmpC porin) were not detected 
in the supernatant in this analysis. In addition. 
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following centrifugation, the overnight culture media 
from bacteria expressing alkaline phosphatase (a 
periplasmic protein) and ^-galactosidase (a cytoplasmic 
protein) always contained less than 9% and 1%, 
5 respectively, of the whole-cell activity of these 

enzymes. Although some of the supernatant protein bands 
may represent degradation products of larger protein 
species, these data indicate that S. typhlmurium was 
capable of significant protein secretion. 

10 To determine the timing of release of polypeptides 

in to the supernatant and to test for an effect of PhoP 
regulon mutations on secretion, supernatants from CS015, 
with a null mutation in PhoP (PhoP") , CS022 (PhoP^) , and 
wild-type bacteria (ATCC 14208s} were compared. As shown 

15 in Fig. 6, the quantity of protein increased for each 

strain when supernatant samples taken from mid-log-phase 
(ODgoo = 0-6), late-log/early-stationary-phase (OD^qq = 
1.1), and stationary-phase (OD^qq = 2.2) were compared. 
However, the pattern of major protein bands detected for 

2 0 each strain was unchanged from mid-log to stationary 
phase (Fig. 6) . 

Altered supernatant protein profiles of 'mutants defective 
in signaling epithelial cells 

At each phase of growth examined, a similar 

2 5 pattern and quantity of protein was detected in the 

culture supernatants of PhoP" strain CS015 and wild-type 
bacteria (Fig. 6) . In contrast, the protein level of 2 
ml of PhoP^ strain CS022 supernatant was 24% of wild type 
levels. At least 10 major protein bands seen in the 

3 0 wild-type supernatant were greatly reduced or 

undetectable by Coomassie blue staining of the CS022 
supernatant, especially those of higher molecular weight 
(Fig. 6) . In addition, four major protein bands appeared 
to be increased in amount in CS02 2 compared with 
35 wild-type supernatant (31.5 kDa, 30 kDa, 23 kDa, and 20 
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kDa) (Fig. 6) . Although this result could be due to 
degradation of higher molecular weight polypeptides, 
these data suggest that the PhoP^ mutant likely was 
defective in synthesis or secretion of Ssp. 

5 The defect observed with the PhoP^ mutant was 

consistent with prg gene products having a role in 
protein secretion. Therefore, the Ssp of strains having 
transposon insertion or deletion of prgHIJK were compared 
to wild-type bacteria (ATCC 14028s) by SDS-PAGE. As 

0 observed for the PhoP^ mutant, IB040 {prgHl i iTnphoA) and 
CS451, containing a lO-kb deletion of hll locus (Ahii) 
DNA, each had a pronounced defect in their Ssp profile 
compared with the wild-type strain (Fig. 6 and 7) . IB04 3 
and CS451 culture supernatants contained 100% and 62%, 

5 respectively, of wild-type protein levels. At least 5 
and 11 major protein bands seen in the wild-type 
supernatant were greatly reduced or undetectable by 
Coomassie blue staining of the IB040 and CS451, 
respectively. Five protein bands [87 kDa, 65 kDa, and 

0 three in the 35-40 kDa range (Fig. 7) , two of which run 
as a doublet under different electrophoretic conditions 
(Fig. 6)] were undetectable in the supernatants of CS022, 
IB04 0, and CS4 51. These findings indicated that the 
presence of at least some of the products of the prgHIJK 

5 operon were necessary for synthesis or secretion of Ssp. 
The defect in bacterial mediated endocytosis 
associated with prgHI : rTnphoA was complemented by a 
low-copy number plasmid, pWKSHS, containing a 5.1-kb 
fragment including prgHIJK, org, and orfl - Consistent 

0 with this observation, the prgHl : : TnphoA mutant carrying 
pWKSHS (strain IB043) had a supernatant protein profile 
similar to that of wild type (Fig. 7) . Of the five 
protein bands undetectable or greatly reduced in culture 
supernatants of prgHl: :Tnphokf each was detected in IB043 

5 and three of them were increased in amount (87 kDa, 6 5 
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kDa, and 35 kDa) compared with wild-type supernatants . 
This finding demonstrates a correlation between the 
ability to secrete proteins and induction of epithelial 
cell bacterial mediated endocytosis. 
5 The praH locus is importa nt for S. tvphimurlum to induce 
endocytosis bv epithelial cells 

The defect in BME of the prgHJ : rTnphoA mutant is 
complemented by a plasmid containing 5.1 kb of DNA from 
this region, indicating that the gene or genes disrupted 
10 by the prgHl : iTnphoh insertion are important for BME. 
Analysis of the DNA sequence of this region identified 
six potential open reading frames that could be affected 
by this transposon insertion. As depicted in Fig. i, 
five of these open reading frames, namely those 
15 designated prgH~K are either disrupted (i.e., prgH) or 
are 3' to the prgHi : : TnphoA insertion. The orfl 
translational start is 884 nucleotides upstream from the 
TnphoA insertion and that orfl is predicted to be 
pppositely transcribed from the prgHXJK operon. 
20 An approximately 2600 nucleotide PhoP-repressed 

transcript was detected when RNA was hybridized with 
prgH-, prgl-J-, or prgX-specif ic DNA probes. In 
contrast, the predominant transcripts detected with org 
was smaller (approximately 1400 nucleotides) , was not 
25 altered in the prg^fl :: TnphoA mutant, and was not 

repressed by PhoP. Primer extension analysis of the 
potential start site of transcription, the size of the 
prgHIJK transcript, and the presence of a potential 
transcriptional terminator immediately downstream of prgK 
30 also were consistent with transcription terminating 
before org. 

In addition to the major transcripts of prgHIJK 
and org, a minor PhoP-repressed transcript of 
approximately 3800 nucleotides also was detected in 
35 multiple RNA blots hybridized with the org and prgH, 
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prgl-Jf or prgK DNA probes. This minor RNA was similar 
in size to the combined prgHIJK and org open reading 
frames (i.e., 3731 nucleotides) and, thus, could 
represent cotranscription of prgHIJK and org. However, 
5 both the 3800- and 1400-nucleotide transcripts were 

detected in RNA from the prg/fi : : TnphoA mutant suggesting 
that the 3800-nucleotide RNA did not represent 
cotranscription of prgHIJK and org. These data indicate 
that one or more genes in the prgHIJK operon are 

10 important to BME of epithelial cells. 

A PhoP constitutive mutation repressed the 
synthesis of approximately 20 prg-encoded cell-associated 
protein species (Miller et al., J. Bacteriol , 172:2485- 
2490, 1990, herein incorporated by reference) , Although 

15 PhoP/PhoQ has been shown to transcriptionally activate 
pag (Miller et al. , Proc . Natl. Acad. Sci . USA 86:5054- 
5058, 1989, herein incorporated by reference; Pulkkinen 
et al., supra, herein incorporated by reference), the 
mechanism of protein repression by PhoP/PhoO had not been 

20 characterized prior to the present studies. No 
transcript was detected when RNA from the PhoP 
constitutive mutant was probed with prgH- , prgl-J-, or 
prgX-specif ic DNA, indicating that the prgHIJK operon was 
negatively regulated by PhoP/PhoQ at the level of 

25 transcription. Thus, PhoP/PhoQ can both activate and 
repress transcription of virulence genes. 

Consistent with the role of one or more of the 
products of prgHIJK in bacterial mediated endocytosis and 
possibly in protein secretion, a low-copy plasmid 

30 containing 5.1 kb of DNA (IB043) , including prgHIJK, org,' 
and orfl, complemented both the bacterial mediated 
endocytosis defect and the supernatant protein profile 
defect of the prg/fl : :TnphoA mutant. Based upon its 
similarity to MxiJ and YscJ, which are 

35 membrane-associated lipoproteins that are necessary for 



Printed at NIC*s Patent Centre, Delhi 



wo 97/18225 



PCT/US96/I8504 



- 42 - 



export and secretion of Ipa and Yops protein 
respectively, the prgK gene product is most likely to 
have such a role in bacterial mediated endocytosis and 
protein secretion. Similar to PrgK, PrgH was predicted 
5 to be a membrane lipoprotein. However, in contrast to 
prgl-K, which are similar to plasmid-encoded genes of 
Shigella and Yersinia spp. , a prgH DNA probe hybridized 
to chromosomal DNA but not virulence-plasmid DNA from 
Shigella spp. 

Neither they nor the prgi or prgJ predicted gene 
products have signal sequences or long hydrophobic 
domains that suggest their cellular localization. 
However, the location of these genes within operons that 
encode secretion determinants suggests that they may have 
15 a role in this process. 

The predicted gene products of the prgHIJK operon 
were found to be similar to gene products required for 
protein secretion in other bacterial species. An 
analysis of proteins present in culture supernatants of 
2 0 s. typhimurlum was performed. These experiments revealed 
that the supernatants of wild-type cultures contained a 
large nuinber of protein bands, whereas strains with 
mutations affecting the prgH locus, including 
prgHl: iTnphoA, Ahii and PhoP^ were each defective in 
25 protein secretion as assessed by Ssp profiles. This 
analysis suggested that PhoP/PhoQ could control protein 
secretion, at least in part, by repressing prgHIJK whose 
products could form part of a secretion machinery. 
Furthermore, the finding that PhoP^ and Ahii mutants were 
30 associated with greater defects in their Ssp profile 
compared with the prgHl: iTnphoA mutant suggested that 
more than one mechanism may be involved in protein 
secretion and that gene products encoded by the 10 kb 
region that is deleted in the hii mutant also contribute 
35 to secretion of Ssp. 
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Since the strains with altered Ssp profiles were 
each impaired in signaling epithelial cells, these data 
suggest that Ssp are involved in signaling such cells to 
initiate BME. The finding that five Ssp were missing 
5 from culture supernatants of the prgH mutant suggested 
that one or more of these proteins were specifically 
involved in BME, e.g., Ssp and/or prgHIJK gene products 
may form a structure on the surface of S. typhiiDuriu/n 
which induces bacterial mediated endocytosis. 

10 S. typhlmurium strains with transposons inserted 

between prgH and spa that result in reduced bacterial 
mediated endocytosis were also missing a subset of the 
Ssp missing from the prgHIJK mutant. DNA sequence 
analysis of the regions flanking the transposon 

15 insertions revealed deduced protein sequences that were 
similar to IpaB and IpaD of S. flexneri. These data 
suggest that the transposon insertions define an operon 
in S. typhiJDuriu;?! that encodes Ipa homologues. 

Example 2 : Salmonella typhimurium Secreted Invasion 
20 Detenninapts 

Two Salmonella typhimurium secretfed protein (Ssp) 
mutants with transposon insertions located between spaT 
and prgH were identified. One mutant lacks the 8 7 kDa 
Ssp, while the other lacks Ssp of 87, 42, and 36 kDa. 

2 5 The invasiveness of these mutants implicates the 4 2 and 

36 kDa Ssp, but not the 87 kDa Ssp in invasion. DNA 
sequencing of this region identified two complete and two 
partial open reading frames (designated sspB, sspC, sspD, 
and sspA) . 

3 0 The deduced amino acid sequences of sspBCDA are 

homologous to Shigella flexneri secreted proteins IpaB, 
IpaC, IpaD, and IpaA. Complementation analyses and 
amino-terminal sequencing showed that sspC and sspA 
encode the 4 2 kDa and the 87 kDa Ssp and that both 



Printed at NIC's Patent Centre, Delhi 



wo 97/18225 



rCT/US9ft/I8S04 



- 44 - 

proteins are secreted without amino-terminal processing. 
SspA is abundantly secreted by wild type bacteria but is 
completely retained within the cellular fraction of a 
mutant in prgHIJK encoding part of the Ssp secretion 
5 apparatus. A precipitate containing SspC and three major 
Ssp of 63, 59, and 22 kDa was isolated from culture 
supernatants of wild type bacteria. These data indicate 
that major secreted invasion determinants of S. 
typhlmurlum are structurally and functionally homologous 

10 to S. flexneri Ipa proteins. 

The following reagents and experimental procedures 
were used to characterize Ssp, 
Construction of olasmids and strains ; 

To construct pCH002, pW8-l was cut with £:coRI , 

15 the 11 kb fragment eluted from a 1% agarose gel and 
cloned into the JJcoRI site of pWSK29. In pCH002, 
transcription of sspCDA is driven from the iac promoter. 
pCH004 was constructed by cloning the 3 kb BamHI fragment 
from PCH002 into the BamHI site of pWSK29. pCHOOS 

20 contains the 4 kb EcoRI-PvuII fragment from pCH002 cloned 
into £:coRI-i/incII restricted pWSK29. pCHOOS was 
constructed by restriction of pCHOOS with ^col and 
religation of the 1.7 kb and the 5 kb fragment. The 
correct orientations of the cloned inserts were confirmed 

25 by appropriate restriction analyses. 

PCR of a chromosomal fragment of EE63 8 comprising 
the 5 '-region of TnSIacZy and adjacent DNA was performed 
in three independent experiments by using primers OL 1 
(5' CGCGGATCCATTATGGGATGTATCGG 3'; SEQ ID NO: 25) and 

3 0 0L2 (5' CCGGCAGCAAAATGTTGCAG 3'; SEQ ID NO: 26). The 0.8 
kb amplified DNA fragments were then restricted with 
BamHl and cloned into pWSK29 for sequencing. All three 
sequences were identical. 

Strain VB122 (hilA: :kan-112) was constructed as 

35 follows: the mutation was originally constructed on a 
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plasmid by inserting a kan cassette (Pharmacia Biotech, 
Piscateway, NJ) in a Hindi site in the 5' region of the 
hilA coding sequence. The plasmid-encoded hilA: :kan-ll2 
mutation was recombined into the chromosome, and the 
5 chromosomal mutation was confirmed by PGR analysis. 

Mutant EE633 (lacZYA) was isolated by screening 
for oxygen regulated gene fusions created by random 
TnSIacZy insertions in S. typhimurium W114 
{hilA: :kan-J.14) and further selection for insertions 
10 linked to a hilA: :kan-114 by P22 transduction into S. 
typhinturium SL1344 and selection for Tet*^ and Kan^. 

Media and growth conditions for bacterial 
cultures : 

Bacteria were grown in LB broth at 37*0. If 
15 necessary, selection was carried out using 50 ^g/ml 

ampicillin, 10 Mg/n^l tetracycline, ' or 25 pg/ml kanamycin. 
Preparation and analysis of S. typhimurium supernatant 
proteins: 

Bacterial cultures were grown for 16 to 17 hours 

20 in 12 ml LB in 1.5 x 14 cm glass tubes at 37*>c on a TC-7 
roller (New Brunswick, Edison, NJ) at 50 rev./min. 
Soluble proteins from culture supernatants were obtained 
as described above. Precipitates in the culture were 
retrieved, rinsed 5 times with 1 ml HjO, dissolved in 

25 sample buffer (4% SDS, 12% glycerol, 5% 

^-mercaptoe;thanol, 0.05 M Tris-HCl pH 6.8, 0.01% 
bromphenol blue) , and resolved in 10% polyacrylamide gels 
using SDS-PAGE and a Tris-Tricine buffer. 
Immunoblottina : 

30 Whole cell samples were prepared from overnight 

cultures using standard methods with the additional step 
of filtering the culture through a Whatman 1 qualitative 
paper filter (Whatman International, Maidstone, Kent, 
England) before centrif ugation. The proteins were 

3 5 resolved by SDS-PAGE and transferred to nitrocellulose by 
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electroblotting using a conventional transfer buffer. 
Western blots were incubated with polyclonal rabbit serum 
prepared against the 87 kDa Ssp. The imnunogen was 
purified by SDS-PAGE and injected into New Zealand white 
5 rabbits (Charles River, Wilmington, MA) . Serum was 

collected after two booster injections and subsequently 
absorbed with an acetone powder prepared from s. 
typhimurium strain EE63. Horseradish peroxidase-labelled 
goat anti-rabbit antibodies were used to label the 
10 primary antibodies and were visualized using 

chemiluminescence (ECL, Amersham, International, 
Buckinghamshire, England) 
Invasinp assays : 

Invasion of HEp-2 epithelial cells was carried out 
15 according to the method of Behlau et al. { j. Bacterial. 
175:4475-4484, 1993). To minimize epithelial cell 
detachment from the bottom of the assay wells after 
bacterial uptake, the following modifications were 
introduced: invasion time was reduced from 90 to 60 min 
20 and gentamicin treatment was performed for 15 min with 
100 Mg/ml gentamicin, conditions which were shown to kill 
99% of a bacterial culture of 2 x lo^ cells/ml. 
N-terminal protein seQueg rii pry 

Proteins separated by SDS-PAGE were blotted on 
25 PVDF membranes (Bio-Rad, Hercules, CA) and stained with 
Ponceau-S. Blotted proteins were sequenced using an ABI 
470A protein sequencer with 120A PTH-AA analyzer. 
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Table 7: Strains and plasinids used in this example 
Bacterial strain Marker 

E. coll DH5a F-*80d2acZAM15A (iacZYA-argrF) U169enc?Al 

recAlhsdRl? (r,^", 
5 ) deoJithi - Isup'EA 4 A.gyrA9 6rei Al 

S. typhimurium SL1344 wild type 

W114 hii: :;can-114 

VB122 Kan^, hilA: :kan-112 
EE637 Tet^, InvF : : lacZYll-S 

10 EE633 Tet^, sspA::lacZY4 

EE638 Tet'*, sspC: :lacZyil-6 

S. typhimurium wild type 
(ATCC14028S) 

CS451 14028SAhii : :Tn5-428 

15 CS022 pho-24 (PhoP^) 

IB04 prgHl : : TnphoA 

Plasinid Marker 

pWSK29 Amp^ 

pW8-l Tet^ 

20 pW71 Amp^ 

pCH002 Amp^, sspCDh, hilA 

pCH004 Amp^, sspC 

pCH005 Amp^, sspCD 

pCH006 Amp^, sspD 

25 Identification of 5. typhimurium Mutants with Transposon 
Insertions in Genes Encoding Ssp 

To identify genes encoding Ssp, Tn5iac^y mutants 
of s, typhifljuriujn SL13 44 with transposon insertions 
located within the 40 kb "virulence island" (59-60 rain. 

3 0 of the S. typhimurium chromosome) were analyzed for 
changed patterns in Ssp. An insertion in invF 
{invF: ilacZYll-S) , the first gene of the inv-spa operon, 
and a hilAx ikan'-122 insertion in VB122 led to major 
defects in the pattern of Ssp similar to a mutation in 

35 the prgHIJK operon (prgHI :: TnphoA) which has implicated 
in S. typhimurium protein secretion (see Example l) . 
Specifically, all three mutants lack 5 major Ssp of 36, 
38, 42, 63 and 87 kDa, while the hilA: :kan~112 insertion 
leads to loss of some lower molecular weight protein 

40 bands in addition to these 5 Ssp (Fig. 8, lanes 4, 5, 6). 
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Two other mutants exhibited detectable loss of only one 
and of three Ssp, respectively. ' The supernatants from 
the mutant strain EE633 containing the fusion lacZY4 were 
missing a protein of 87 kDa, while supernatants from the 
5 mutant strain EE638, containing fusion lacZYlX-S , were 
missing protein species of 87, 42 and 36 kDa. In 
addition, supernatants from EE638 showed an increased 
abundance of a 63 kDa Ssp (Fig. 8, lanes 2, 3). TnSiac^y 
in EE63 8 maps approximately 2.5 kb downstream from spaT 

10 while in EE633 the transposon maps 5.5 kb downstream from 
spar as determined by Southern hybridization and PGR 
analyses. Both transposons were inserted in the same 
orientation (Fig. 9) . A degenerate pool of 
oligonucleotides synthesized according to the sequence of 

15 the 12 amino-terminal amino acids of the 87 kDa protein 
(VTSVRTQPPVIM; SEQ ID NO: 27), hybridized specifically to 
a 5.5 kb BamHI fragment in pW71 which comprises 
sequences between hilA and spar (Fig, 9) . These data 
. indicate that the 87 kDa Ssp is encoded in the 

20 chromosomal region adjacent to the transposon insertions. 
TnSIaczy in EE63 3 is likely to be directly within the 
gene encoding the 87 kDa Ssp, while Tr\51acZY in EE638 is 
likely to be inserted within one of the genes encoding 
the 4 2 and the 3 6 kDa Ssp having a polar effect on the 

25 synthesis of the other two Ssp missing in supernatants of 
this mutant. 

Secretion of the 87 Ssp kDa Ssp is Dependent on praHIJK 
Since it was possible that the absence of the 87 
kDa Ssp (Ssp87) in supernatants of EE633 and EE638 was 

3 0 due to impaired secretion rather than expression, whole 
cell lysates and supernatants of various strains were 
analyzed by immunoblotting with antiserum raised against 
partially purified Ssp87. Fig. 11 shows that Ssp87 of 
wild type S. typhimurium is found mainly in the 

3 5 supernatant, although some of the protein is detected in 



Printed 



at NIC's Patent Centre, Delhi 



wo 97/18225 



PCT/US96/I8504 



- 49 - 

the cellular fraction (Fig. 11, lane 1). In contrast to 
wild type bacteria, all of the protein is found in the 
cellular fraction of the prgHl: iTnphok mutant IB040 (lane 
3). Ssp87 could not be detected in the cellular 
5 fractions nor in supernatants of various invasion and 
secretion mutants: CS022 (PhoP^) , a mutant which 
constitutively represses PhoP regulated genes (Miller et 
al., J. Bacteriol. 172:2485-2490, 1990, hereby 
incorporated by reference) (lane 2) , CS4 51 

10 (Ahii : :Tn5-428) carrying a 10 kb chromosomal deletion of 
the h±l locus between 59 and 60 min. (lane 4), EE638 
(iac^yil-6) (lane 5), and EE633 [lacZYA) (lane 6). The 
signal at 51 kDa in the supernatant fraction of wild type 
bacteria might represent a degradation product of Ssp87, 

15 while the faint band at 34 kDa is likely nonspecific 
hybridization since it is present in all bacteria 
analyzed. These results demonstrate that lack of Ssp87 
in supernatants of EE63 3 and EE638 is due to impaired 
expression while lack of Ssp87 in supernatants of IB04 0 

20 (prgr/fi : :TnphoA) is caused by impaired secretion of the 
protein. These results further show that expression of 
the gene encoding SspB7 is affected by the hil deletion 
and that expression of Ssp87, either directly or 
indirectly, is repressed by PhoP. 

2 5 Strain EE638, but not EE633. Is Markedly Deficient in 
Invasion 

To determine the function of the 87, 42, and 36 
kDa Ssp in invasion of epithelial cells, the ability of 
strain EE63 8 and EE633 to invade HEp-2 cells was 

30 analyzed. EE638 showed more than a lOO-fold reduction in 
invasiveness when compared to wild type bacteria, while 
EE633 exhibited invasion levels comparable to wild type 
bacteria (Fig. 9) . These results suggested that the 36 
and/or the 42 kDa Ssp but not the 87 kDa Ssp are required 

35 for epithelial cell invasion. In addition, observation 
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of interactions between these mutants and PtK2 cells by 
time-lapse videomicroscopy indicated that the ability of 
EE638 to induce epithelial cell membrane ruffling is also 
markedly reduced, while KE63 3 induced localized membrane 
5 ruffles at a frequency similar to wild type S, 
typhlmurium. 

The Tn51 acZY Insertions in EE638 and EE633 Define a 
Chromosomal Region Encoding Ssp S. typhimurium Horooloaues 
of the Shigella xoaBCDA Qperon 

0 To determine the gene(s) affected by the 

transposon insertions in EE638 and EE633, part of a 11 kb 
EcoRi subclone of pW8-l was sequenced. Two complete and 
two partial open reading frames (ORFs) , positioned in the 
same transcriptional direction, were identified (Fig, 9) . 

5 The deduced gene products of the complete ORFs exhibit 
similarity to Shigella secreted proteins IpaC and ipaD 
(31% identity, 47% similarity; 37% identity, 56% 
similarity) respectively, and therefore were designated 
sspC and sspD (see Fig, 13 and Fig. 14). The gene 

0 products of the complete open reading frames were 
designated sspC and sspD. The amino acid sequence 
derived from the 5 '-end of sspC was identical to the 
amino-terminal sequence of the 42 kDa Ssp (underlined in 
Fig. 13), The deduced gene product of the partial ORF 

5 located immediately upstream from sspC shows 47% identity 
(67% similarity) to the carboxyterminal portion of s. 
flexnerl secreted protein IpaB and was designated sspB 
(Fig. 12) . The ORF starting immediately downstream of 
sspD was designated sspA. The amino acid sequence 

0 deduced from the 5' end of an ORF starting immediately 
downstream from sspD did not exhibit similarity to IpaA. 
However, DNA sequencing of internal parts of the gene 
predicted that the protein encoded by this gene, 
designated sspA, is similar to IpaA. Nevertheless, the 

5 sequence of amino acids 2-13 (underlined in Fig. 15) was 
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identical to the amino-terminal sequence of the 87 kDa 
Ssp (see above) . sspB , sspC , sspD, and sspA are 
separated by 27, 70, and 15 bp, respectively, and 
putative ribosome binding sites precede sspC, sspD, and 
5 SSpA . 

The amino acid similarities of Ssp to Ipas do not 
extend over the entire lengths of the proteins. The 
similarities between SspC/IpaC and SspD/IpaD are highest 
in the carboxy-terminal regions, while the central parts 

10 of SspB and IpaB are conserved (see Fig. 12, 13, and 14). 
These similarities could reflect conservation in regions 
of the proteins required for secretion and/or invasion. 
Although both SspC and SspD appear to be secreted by the 
same mechanism, no obvious similarities or motifs common 

15 to these proteins were detected, thus implying 

conformational rather than sequential features in the 
secretion of proteins by type III secretion pathways. 

The precise insertion of TnSlacZY in EE638 was 
determined by cloning and sequencing of a PCR product 

2 0 comprising the 5' region of the transposon and upstream 
chromosomal sequences and was shown to be located 18 9 bp 
downstream from the ATG start codon of sspC. The order 
of the ssp genes and the Ssp profile of EE638 indicate 
that the transposon insertion in sspC is polar on 

2 5 expression of sspD and sspA and that these genes are 

likely to be organized in a singly transcribed unit. 
Both ssdC and sspD are Necessary for 5. typhimurium 
Invasion of E pithelia l Cells 

A complementation analysis was carried out to 

3 0 determine the minimal fragment necessary for 

complementation of the epithelial cell invasion defect of 
EE638 (sspC: :IacZyil-6) as well as for reconstitution of 
Ssp. All analyzed fragments were cloned downstream from 
the iac promoter in the 6-8 copies/chromosome vector 
35 pWSK29. As shown in Fig. 10, a 3 . 9 kb Ecoi?I-PvuII 
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fragment comprising sspC and sspD in pCHOOS was 
sufficient to complement the invasion defect of EE63 8 to 
wild type levels. When analyzed for Ssp, EE638 [pCHOOS] 
showed a pattern of Ssp similar to the wild type strain 
5 [pWSK29] except for the missing 87 kDa protein (SspA) 
(Fig. 16, lane 4) . EE638 transformed with pCH002 
carrying an 11 kb EcoKX fragment was partially 
complemented for invasion as well as for all 3 missing 
Ssp (Fig. 10 and Fig. 16, lane 6) . In contrast, EE638 

10 transformed with plasraids that contained either sspC or 
sspD alone (pCH004 and pCH006, respectively) were not 
complemented for invasion but showed reconstitution of 
the 42 kDa Ssp (SspC) or the 36 kDa Ssp (SspD) , 
respectively (Fig. 10 and Fig, 16, lanes 3 and 5). In 

15 addition, the abundancy of a 63 kDa Ssp, which was found 
to be more abundant in supernatants of EE638, was reduced 
in supernatants of strains EE638 [pCH005], EE638 
(pCH006], and EE638 [pCH002] and of SL1344 [pCH002]. 
These results demonstrate that both SspC and SspD are 

20 necessary for invasion of epithelial cells and indicate 
that SspC encodes the 42 kDa Ssp while the 3 6 kDa Ssp is 
likely to be encoded by SspD, In addition, 
complementation of the invasion defect of EE638 with 
pCHOOS indicates that invasiveness is not influenced by 

25 the observed changes in the abundancy of the 63 kDa Ssp. 
A Precipitat: e Found in S. tvphimuriu m Culture 
Supernatants Contains Hiohlv Abundant SspC and Other 
Proteins 

Supernatants from S. typhimurium wild type 
30 cultures contained a precipitate that, when solubilized 
in reducing SDS sample buffer, separates into at least 
four highly abundant protein bands of 63, 59, 42 and 22 
kDa on SDS-PAGE (see Fig. 17, lane 1). Protein 
precipitates were also found in culture supernatants of 
35 EE638 and EE633, but not in supernatants of S. 
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typhlmurium mutants with global defects in protein 
secretion [CS022 (PhoP^) , IB040 {prgHi iTnphoA) , CS451 
(Ahil: :Tn5-428) and VB122 (hilA: :>ca/i-II2) . 5. 
typhxmurluju l402Ss, the wild type parent of CS022 and 
5 IB04 0, showed the same protein pattern of precipitated 
material as SL1344]. The precipitate from EE633 cultures 
showed a similar composition to that of wild type 
precipitate by SDS-PAGE analysis. In contrast, a major 
protein band of 4 2 )cDa was absent from the precipitate 

10 isolated from cultures of EE638 (Fig. 17, lane 2). 

Amino-terminal sequencing of this 42 kDa Ssp identified 
it as encoded by SspC, The identity of the 
amino-terminal protein sequence (MLISNVGINPAAYLN ; SEQ ID 
NO: 28) with the amino acid sequence derived from the 

15 5 '-region of SspC (Fig- 13) shows that no amino-terminal 
processing of SspC occurs prior to its release into the 
supernatant. 

SDS-PAGE analyses of precipitated material from 
culture" supernatants of EE638 tpCH004 (SspC) ] and EE638 

2 0 [pCHOOS {SspCD) ] showed a pattern similar to wild type 

[pWSK29] material (Fig. 17, lane 3 and 4), confirming 
that the respective plasmids complemented the mutant for 
secretion of SspC. Protein patterns of soluble Ssp and 
precipitates isolated from untransf orraed cultures of 

25 SL1344 or EE638 were identical to those shown in Fig. 16, 
17, lane 1 and 2, respectively. Precipitate of EE638 
[pCH006 (SspD) ] was found to be similar to precipitate 
from EE638 [pWSK29] except for reduced abundancy of a 63 
kDa protein band (Fig. 17, lane 5). The precipitate from 

30 EE638 [pCH002 {SspCDA) ] contained an additional major 
protein band of approximately 51 kOa, which was also 
present in precipitate from SL1344 [pCH002] (Fig. 17, 
lanes 6, 7) . Comparison of precipitated proteins to 
soluble Ssp on SDS-PAGE (Fig. 17, lanes 8, 9) showed that 

3 5 SspC in the precipitate has the same electrophoretic 
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mobility as the 42 kDa soluble Ssp. These data suggest 
that the 42 kDa soluble Ssp is identical to precipitated 
SspC. 

SspC and SspA are secreted proteins of 4 2 and 87 
5 kDa, as demonstrated by amino-terminal sequencing and by 
complementation analyses. It is further likely that the 
3 6 kDa protein encoded by SspD is secreted, since lack of 
a 36 kDa Ssp in supernatants of EE638 (lac2yil-6) was 
complemented by transformation of this mutant with 

10 plasmids containing SspD, The 63 kDa Ssp is the protein 
likely to be encoded by SspB. 

SspA, SspB, SspC, and SspD appear to be targets of 
the Inv-spa-prgHIJK encoded secretion apparatus, since 
these Ssp are missing in supernatants of mutants 

15 affecting expression or regulation of inv-spa and prgHlJK 
(Fig. 8) . Typical for proteins secreted by type III 
secretion pathways, no amino-terminal processing of SspA 
and SspC was observed. The dependency of Ssp secretion 
on prgHIJK was further proven by demonstrating that SspA 

20 is abundantly secreted by wild type cells, while it is 
completely retained in the cellular fraction of the prgHl 
: iTnphoA mutant IB04 0 (Fig, 11) . The 38 kDa Ssp of the 
five major Ssp dependent on the xnv-spa-prgHIJK secretion 
apparatus may be the product of the invJ invasion locus. 

25 The immunoblot analysis of SspA secretion suggests 

that expression of the gene encoding SspA is negatively 
controlled by the virulence two component regulatory 
system PhoP/PhoQ. PhoP/Q has a global effect on protein 
secretion which is partially due to negative 

30 transcriptional regulation of prgHIJK (see Example l). 

The SspBCDA genes are located between the large 
inv-spa gene cluster and prgHIJK at 59 minutes on the S. 
typhimurium chromosome. Fig. 18 shows the relative 
positions of the invasion genes in S. typhimurium in 

3 5 comparison to their S. flexneri homologues, which are 
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clustered in a 31 kb region of a large virulence plasmid. 
The invasion genes cluster in three groups 
{inv-spa/mxl-spa , Ssp/ipa, and prglJK/mxiHIJ) which 
exhibit conserved gene structure and organization, 

5 suggesting that these genes were acquired by horizontal 
gene transfer. Acquisition by horizontal gene transfer 
is further supported by the fact that these 5. 
typhimurium invasion genes are within a 40 kb "virulence 
island" which, despite the otherwise high overall genetic 

0 similarity between S, typhimurlum and E, coll K-12, is 
unique to S. typhiiDurium. However, the three invasion 
gene clusters from S. flexnerl and 5. typhimurlum are in 
different relative positions to each other and are 
interspersed between non-homologous genes, thus implying 

5 multi-recombinational events in the evolution of these 
genetic regions. 

In addition to soluble Ssp the supernatants of S, 
typhimurlum cultures contained a flocculent precipitate 
consisting of SspC and three other major protein species 

0 of 63 (Ssp 63), 59 (Ssp 59), and 22 (Ssp 22) kDa. The 
combination and abundancy of Ssp in the precipitate from 
S. typhimurlum cultures is strikingly different from that 
in the soluble fraction (see Fig. 17). Though Ssp, 
including SspC, are found in both the precipitate and the 

5 soluble fraction, SspD, even when overproduced, was not 
detected in the precipitate. This emphasizes the 
difference in composition of precipitate and soluble 
fraction and supports the possibility of specific 
protein-protein interactions between the four Ssp leading 

0 to precipitate formation. 

OTHKR EMBODIMENTS 
Using reagents derived from partial cDNA clones of 
an Ssp, e.g., SspA, the isolation of a full-length cDNA 
encoding the Ssp is well within the skill of those 
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skilled in the art of molecular biology* For example, a 
radiolabelled probe made from a known partial cDNA 
sequence can be used to identify and isolate from a 
library of recombinant plasmids cDNAs that contain 
5 regions with identical to the previously isolated cDNAs . 
The screening of cDNA libraries with radiolabelled cDNA 
probes is routine in the art of molecular biology (see 
Sambrook et al., 1989, Molecular Cloning: a Laboratory 
Manual, second edition.. Cold Spring Harbor Press, Cold 

10 Spring Harbor, N.Y) . The cDNA can be isolated and 
subcloned into a plasmid vector, and the plasmid DNA 
purified by standard techniques. The cDKA insert is 
sequenced using the dideoxy chain termination method well 
known in the art (Sambrook et al, supra), 

15 Oligonucleotide primers corresponding to bordering vector 
regions as well as primers prepared from previously 
isolated cDNA clones can be employed to progressively 
determine the sequence of the entire gene. 

Similar methods can be used to isolate Ssp which 

20 are related to SspA, SspB, SspC, or SspD. To isolate 
related Ssp, a probe having a sequence derived from (or 
identical to) all or a portion of SspA, SspB, SspC, or 
SspD can be used to screen a library of Salmonella DNA 
(or cDNA) - DNA encoding a related Ssp will generally 

25 hybridize at greater stringincy than DNA encoding other 
proteins. This approach can be used to identify 
Saimoneiia typhimurium Ssp as well as Ssp of other 
Saimoneiia . 

Generation of Monoclonal Antibodies : 

30 Monoclonal antibodies can be generated to purified 

native or recombinant gene products, e.g., Ssp, by 
standard procedures, e.g., those described in Coligan et 
al., eds.. Current Protocols in Immunology, 1992, Greene 
Publishing Associates and Wiley-Interscience) . To 

3 5 generate monoclonal antibodies, a mouse is immunized with 
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the recombinant protein, and antibody-secreting B cells 
isolated and immortalized with a non-secretory myeloma 
cell fusion partner. Hybridomas are then screened for 
production of specific antibodies and cloned to obtain a 
5 homogenous cell population which produces a monoclonal 
antibody. For example, hybridomas secreting the desired 
antibodies can be screened by ELISA. Specificities of 
the monoclonal antibodies can be determined by the use of 
different protein or peptide antigens in the ELISA. 

10 Useful quantities of antibodies can be produced by either 
the generation of ascites fluid in mice or by large scale 
in vitro culture of the cloned antibody-producing 
hybridoma cell line. Antibodies can be purified by 
various chromatographic procedures known in the art, such 

15 as affinity chromatography on either immobilized Protein 
A or Protein G. 

The invention also includes DNA encoding other Ssp 
(e.g., Ssp 54, Ssp 42, and Ssp 22) found in cell 
supernatants. Those skilled in the art can readily clone 

20 the corresonding genes based on the amino terminal 
sequence or the corresponding protein. The amino 
terminal sequence of Ssp54 is MNNLTLSXFXKVG (SEQ ID NO: 
29) . The amino terminal sequence of Ssp42 is 
MLISNVGINPAAYLN (SEQ ID NO: 30). The amino terminal 

25 sequence of Ssp 22 is TKITLSPQNFFI (SEQ ID NO: 31), 
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CLAIMS 

1. Substantially pure DNA encoding a Salmonella 
secreted protein (Ssp) . 

2. The DNA of claim 1, wherein said DNA comprises 
5 the SspB gene. 

3. The DNA of claim 2, wherein said DNA comprises 
the DNA sequence of SEQ ID NO: 1 or degenerate variants 
thereof encoding the amino acid sequence of SEQ ID NO: 5. 

4. The DNA of claim 1, wherein said DNA comprises 
10 the SspC gene. 

5. The DNA of claim 4, wherein said DNA comprises 
the DNA sequence of SEQ ID NO: 2 or degenerate variants 
thereof encoding the amino acid sequence of SEQ ID NO: 6. 

6. The DNA of claim 1, wherein said DNA comprises 
15 the SspD gene. 

7. The DNA of claim 6, wherein said DNA comprises 
the DNA sequence of SEQ ID NO: 3 or degenerate variants 
thereof encoding the amino acid sequence of SEQ ID NO: 7. 

8. The DNA of claim 1, wherein said DNA comprises 
2 0 the SspA gene. 

9. The DNA of claim 8, wherein said DNA comprises 
the DNA sequence of SEQ ID NO: A, or degenerate variants 
thereof encoding the amino acid sequence of SEQ ID NO: 8. 

10. The DNA of claim 1, wherein said DNA 

2 5 comprises the SspB gene, the SspC gene, the SspD gene and 
the SspA gene. 
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ll. The DNA of claim 10, wherein said DNA 
comprises the DNA sequence of SEQ ID NO: 15. 

12. The DNA of claim 1, wherein said DNA 
comprises the SspH gene. 

5 13. The DNA of claim 12, wherein said DNA 

comprises the DNA sequence of SEQ ID NO: 13, or 
degenerate variants thereof encoding the amino acid 
sequence of SEQ ID NO: 14. 

14. The DNA of claim 1, wherein said DNA 
10 comprises the stpA gene. 

15. The DNA of claim 14, wherein said DNA 
comprises the DNA sequence of SEQ ID NO: 10 or degenerate 
variants thereof encoding the amino acid sequence of SEQ 
ID NO: 12. 

15 16. A cell which contains the DNA of claim l. 

17. A method of inducing uptake of a bacterial 
cell by an epithelial cell in a mammal, comprising 
increasing expression of the DNA of claim 4 or 6 in said 
cell and administering said cell to said mammal. 

20 18. The method of claim 17, wherein said 

bacterial cell is a Salmonella cell. 

19. A method of inducing uptake of a bacterial 
cell by a macrophage in a mammal, comprising decreasing 
expression of the DNA of claim 4 or 6 and administering 

25 said cell to said mammal. 

20. A substantially pure SspC polypeptide. 
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21. The polypeptide of claim 20, comprising an 
amino acid sequence substantially identical to the amino 
acid sequence of SEQ ID NO: 6. 

22. An active fragment of the polypeptide of 
5 claim 21. 

23. A substantially pure SspD polypeptide. 

24. The polypeptide of claim 23, comprising an 
amino- acid sequence substantially identical to the amino 
acid sequence of SEQ ID NO: 7. 

10 25. An active fragment of the polypeptide of 

claim 24. 

26- A substantially pure SspH polypeptide. 

27. The polypeptide of claim 26, comprising an 
amino acid sequence substantially identical to the amino 

15 acid sequence of SEQ ID NO: 14. 

28. An active fragment of the polypeptide of 
claim 27. 

29. - A substantially pure lagB polypeptide. 

30. The polypeptide of claim 29, comprising an 
20 amino acid sequence substantially identical to the amino 

acid sequence of SEQ ID NO: 11. 

31. An active fragment of the polypeptide of 
claim 40. 

32. An antibody which binds to a Ssp. 
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33. A method of detecting a Salmonella infection 
in a mammal comprising contacting a biological sample 
derived from said mammal with the antibody of claim 32 
and detecting the binding of said antibody to a Ssp in 

5 said sample, wherein said binding indicates that said 
mammal is infected with Salmonella , 

34. A method of detecting the presence of 
Salmonella in a biological sample comprising contacting 
said sample with a . Ssp-encoding DNA under high stringency 

0 conditions and detecting the hybridization of said DNA to 
nucleic acid in said sample, wherein hybridization 
indicates the presence of Salmonella in said biological 
sample. 

35. A method of targeting an antigen to an 

5 epithelial cell in a mammal, comprising linking said 

antigen to an Ssp or active fragment thereof to produce a 
Ssp chimeric antigen and administering said chimeric 
antigen to said mammal. 

36. The method of claim 35, wherein said Ssp is 
0 SspC or SspD. 

37. A method of inducing a cytotoxic T cell 
immune response in a mammal, comprising linking said 
antigen to an Ssp or active fragment thereof to produce a 
Ssp chimeric antigen and contacting an antigen-presenting 

5 cell with said chimeric antigen. 

38. A vaccine comprising a bacterial cell the 
virulence of which is attenuated by decreased secretion 
of a Ssp, 
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39. The vaccine of claim 38, wherein said 
bacterial cell is a Salmonella typhimurium cell. 

40. The vaccine of claim 39, wherein said 
bacterial cell is a 5aljnoneiia enteriditls cell. 

5 41. The vaccine of claim 38, wherein said 

bacterial cell is a Salmonella typhi cell. 

42. A live Salmonella cell in which a gene 
encoding a heterologous antigen is inserted into a Ssp- 
encoding gene. 

10 43, A method of vaccinating an animal against a 

Salmonella infection comprising administering the vaccine 
of claim 38. 

44. A substantially pure StpA polypeptide. 

45. A method of dephosphorylating a protein, 

15 comprising contacting said protein with the polypeptide 
of claim 44 or an active fragment thereof. 
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ccc ••• - A (y TO AHT. A A acc; a alxigcm-^ ■\'^c,r,c, atht ATrcRV, a a ACirnT ■ 
(KXT^-r/rr— AACCATTOTrAriOfrTTCJTtx-^ 

ACTrcTC<:-CGCTr>CK: ■ •( K:cxTrr<rrACTTr<r,cr i ■ AATC<JTCJGCCr,.\ T r. a a.attg' 

GA^i3 C-CGGCGACr.Ci<::A(Tr>- ;Tr\-,TTTATTCAnCAr.GCGCT a.:\.a,CCC-C; A ! - ' NU ; 

c<:r-rTc^-,AAC<-.ATTAr,rircnr:c;ATAA(:.AA.^ Arr.rrAr,AG ATC<:<:^ 
ATTTiT7r,GTr<Y;ATTnTrGrry;ri>myrA TrnTrr,r<-r^"TC A 
cK:A(rTrr7XT;.rA^rAAAGC<rKTir/T,c;cGA AAfTtyK^^ 
ATr,ATr,r/y GAAACGAri- AAG.AAnTTGGTGrrTAArG7GCTGAAArAr;-iT 

C-GCC-TAAAA Crrr^AGKrAAACTCn-l-rACCCA CyiG/lATrTTAArGTATTArTAG 

ccx rn Tc n rr.A.A7GTGjrK",TAC^^' aagatc ;( :-ggc^cc a -x aGG a ATGrGr-r a a g 

T A A A C A rr TGGT AG^TA AT A GGCTr.AAATA A AGTGXlTGTTnGr-r A Tr^qAAn 
TCACGA ATAGGG,G AG^GGAGiTGAG/rGC PTK rrC^TTC a YTGACOr^rGT A—' AT i 

. v\AA.AT(K-r: AGcr, AorrG^rTTG^GATTTT ATf vTGc :c -f -r ;-r-rr^rr-r a rnr, 

ATCVAGATTr AGGAGTr:r,rTTAAAGAATCC:GTAGAAATATM-GG-rr,AAAAG 

CACi/\AGcrr.A.A(:r;r7rGr>AAGTrn'AAAAAGGGATGTGTi c:!rK:c;c;TAfAGrAA 
AA-r^r^GATGT CTTGG^GTTTTA-nrTrK-rcy-r-^.r.AGTrGCGrCATAA ' 



FIC. 19 (SEQ ID NO: 1) 
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■AT7;fT A ATT ACT A ATCTGGG A - T a a AT 

(rrrn"rnr^ATT^AAATAATC\ATrcTnTrnAGAATAC;r;T:Ac:A( 

•: CXic:A^ATrcGTrArK-rr— aaagataTT i-^gaaTagtattggtati 

ACri^\AAr:Tr^GTGAC!:it'iCiC->C>T^GAGTCrTACArTGAC'rCm 
GGTAT^AArGTAAACGrCC-GGAACGATrACGTCC; i i i I /VA.^^AGCCaGTaT 

•|-c:AAAATArrGArA-GAATC:A(;c;-^T7-r,AATGC"]-c:i'GGCAAATA atgtga 

C: C;ACTA,.VAGCGAATGAr;r--IGTGCVAA^ArCCAGTTACrvGAGCAG<:Arn^^^ 
A ACrrCGGAAAG - , 1 ' ! lGATATr:^XK:C<:'AATG TGTTCGAGTGCGC;TrCGr;CT 

GTTGGc;i-c K Tr:CGA atacgtt .^.a Torrr; acgttga ac:c:.-\Gc;ctg A'^ArnTA A 

ACTGTCTGCT AAGT^GTCa ITaGTC AGTTTTGATGKTAGrrA a AGGACrrGG 

AACK-rvATGATr:C:cx::G.Ay\CGGA'!"GAATrrr:rrrfGnxx:GGTArT^.TrrcGC^G ' 
ACrcrGCGcrrr agt^GtGGG ATr -ACTr:GrCGT rrGr/-GCG a a actc:-g a at a t a ac -rC ; 

GGC-rrK:AGAATGA^AGAGG^C<:C<:TTAAACATA.ATCCCGCGAAGA^GGAT 
AAAGTGACCACTG/VAACyTACAGTATTAAAAACC'-^GCTGAAGGrrG-CAGAA 
TAGGGTCA^ACTGGGTrTGTGAAGrTC-C;-rC'GATTCTCTGAAATCG^A/v,ATAT 
C^^AGAAAACrC;GTACGGA"rGGACC;AAA,AATCTTA ATGATr;CGArr-r-rr^ 

AATr7AATr>GGrjG.>^ACGACX:C<XAGr'r^;.AA.AGTrTGGG"ATTAAAGA(:AC;^ 

A^ATAAArAAATc;!xx:c:c^GAACATr ^GGr-rATTrrGTrGA AAGGTCT^r.AC-. 

TCTvGTCGAA TCCGATATTCGTrTTGArrTA riAATACrA TGGATATGArcrGA 
ATCGATCrC:GCGGA AG - Tf/CAGATGArx n -n-rTG ATCTG a.Tt aTGa Ar : a a/ tGG 

G TCAOr.GTrrn^r:rv" ATTr^^ArGTAGrr;! txx XK^^ AGTAGG-crrx- r ac t- Arr. a 
acgttccx i agcagc /V VA~ agcc ac^g- : ( ;.aat A agcgggttgktg aGa? n ( :r ■( r: • a 

TC:GGAGGAAG/:GGGTGAAAG"rrArGT^_AA T CGACGAGGf"r;A— r-.r^AA 

ATCX']-f ; A A A AGA ATrH-.A GAGGATT AAG r AGTrr;A A AC<\ATGGGG AGrGGGT 
CK-j-ATGGGAGGX'AATAT-rCKrxX'TTAA 

FlC. 20(SEQ ID NO: 2) 
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6J££TT 

■-AiMiCAAAAiiAnccGaiiTaji^^ 

Q£i£i>i(. ■ I XTC Trm agcac rrrx r, j r, f-T-,<TTrrr,<7rAOC-r;7r - ^rr .^ r 
Ar.AAr:A-rrK-rK-;-Ar Ar.ATATfv\TT^rATTArrrK:A(K\^r,r,rTAr-T^ a a a-i 
CCA CCACK yACAGCAGAcr^c-AruCAArnccACCG ATCTf -rriA Ar, a r. ^ ^ t 
;V ATGAcr,AC<r<-ACGrTrrKX;rrrf ;\f y-AGTTGAcr AOrAnrrrr, •■ ^r,- -r.-y 

y-CG A A GTTTr^GTr-TGTr a TT ATCGf :f ! AC J.AACA A A a TG AGA AGr^ r -.-r V -■ ^ r. 
CnCnrTTTCTGCCrC^ AGGT Crr,(T-TT-\r i-i A( ■KT,CTTCCfCX' TAn \( V Tr t rr^, 
AGA^ACAACCATTTrTG A TGrTTGAf UTTTG-GGATATGGTTrGCT-A a a at^ t 
ATCG;G-(-riArAGf;Tr,ArAG^'TATnr;f;f ;(Y-TTTATGAAA_ArG1Mrr-rv%-Ar.Tr - 

TATAGC:c:ATTTTTATGAr K-rrr;r:-(:Afn-GATA7TcnTGG.v\AATGrr,.^ r,r.rT 
G<:;TTAri-^cx:AGir,TAA r;GAC:GGTAATArrGTTAAGGTAC.ATr-.TTArrTi^ 

TC A A A A ATG A TTT A A C! AGTTT A GTG A AT A A AT ATA ATG A a a T a A Pa 

GTA ATAcrcTT7TA-nTrr;^ CK:GrAG7rAG;r;CAGrr:f y-f ~ A a ^r-i ^nrr^ 
i q A ACic:r-f ; A AGrTG A G A r AGTGr -Tf • A r-r, A A ri'f ; A A T IT A err, a a - a r;^ . y •. 
■-■r-G.AAATr— ^Tf^,^,ATr^ GGTTATG•lt:GTC:ACGGTrGATC-C;AG^n-rA•T-^A r 
AAA AAATGGI TCAr^GA T AT lXJATGGTrTAG,GCGGr;CTT-n';r.A A A A r-AT TT^ 
i. AACi^(.^c:f^AA TGGATA A G G^GAAATATrAAGC^(-GGGAGT^^^G^-■-^-r!^AA 
AC ;C:CK . ;AGG^AG^^AA TATGAAAACr A C ATTAC:AGACGGTr,Arr,rA AAA. 

TATAr;fAATr;CGAATTrAr.'(;TArnArAA a TGCTAAAAGTr,rTr;Ar-..-A^T 
AT.A^GT AG^^ AG,rr-ry ; AA ^crrrcx a a a nr -f^r -r-fr/- a a, g^^^^' 

FIG. 21 (SEQ ID N0:3) 
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ATr.rm-ACAAr,Tn T^AnGACTrAGcrrrrTriTr^^ 
TA.A-c;a.•A(•,(T^AT^,^Af; ACC^AGATCAAAAr:(y>^rn'-rArr.AATrl•^ry^-.-■ 
CGAATC:-r!rcT-,rAnTrAr.AG,\AACTrr,rr Af:AfK-c.Arr.crr>TrArrnr.-;AAA 

TTAAAGGr CCGCAACTrK-iAAGATTTTrXT-nrr^GAirAAA.rAGCrrG-^GTrr 

(SEQ ID N0:4) 



RKAnnTNRIMGCIGKVLCALLTIVSVVAAVFTGGASLALAAVGLAVMVA 
DKlVKAATGVSnQQALNFIMEHVLKrLMULKiKAlTKALEGLGVDRKj^QR 

wpaallvrlsplchgdavivvvavvgkgaaaki.gnai.skmmglT]kklv 

I'NVLKOLAONCSKLFTQGMQRITSGLGN'VGSK.NlCLQTNAL.SKi ;i .VGNTLNK 
VALGMEyTNTAAQSAGGVAliGVFIKNASEAl.ADFMT^ARPAMDgiQQWLK 
g.Svn]pcnNQKVTAELQKAMSSAVCX)NADASR.-ILRQSRAZ 

(SEQ ID NO: 5) 
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MLISNVCINPAAYI.NNHSVENSSQTASQSV.SAKDII.NlilGiSi;SKVSDLGi.Sr 

tlsapapgv;.tqtpgtitsj^licasiqntdmnq:5i.nalannvttkanevvq- 

gLRnOOAEVGK'FFDI.Sf;M.S.SSAVALLAAANTLMLTLNC)AI).SKLSGra.SLVSi 

DAAKTTASSMMREGMN,\L5iGiiSQSAl.QI.GiTGVGAyCL£YKGLgNh-RGAL;< 

HNAAKiDKI.rTHSH^-lKNVLNGQNSVKLGARGVDSLKSLNMKKTGTDATKNI 

NIMTLKSN^:^GTSATKSLGlKDSNKQISPEKQAlL.SKR[.F.SVHS-DlIiLEQ,NTMD 

MiRIDARKMQMTGDlJMKNiiVTVGGlAGASGQYAATQnR.SiWiiiQv.NNRv 

A.STAi-nEAR£5SRK5T.SI.IQEML:<TMEi-!NQS;<ASAl.AAlACiN!RA2 

(SEQ ID N0:6) 

MLN,QNy.ASPHPG,VAnRPQTPSASEHVETAVV,.,Tivj,RGTD[ISLSOA.- 
rXiHQAQQTLQ.STPP,,.HNN.DERTLARQQLT.S.,.NA,.AKS-GV,xsA.QN.V, 

RVA.-SA-SALKSA.SPMAOPRTTISDAErWDMV.SgNl.SAIGDSYLGVvc^.vv 

AVyjD,-:YQAFSDIUSKMCK:w.LPGKDGNTV:<LDNrrSLK.VDLNSLVNKVT,-o 

N.SN . •^•^r^AQSGSGVKVAT.AEARQWLSELNLPNSCI.K.SyCi.SGY VVTVD- T 

H ^^^^^'QDIIX3LGAr<:.K7..SKrKMDNAKYOAWQSGF:<.AQECNMKTrLO-= ^^O 
f<Y.SNA,v,-^Yr)^.LVK VLSSms.Sr.F.TAK.S-l--LQG2 



(SEQ n) NO: 7) 



MV,.V.tqHPvimpgmQ-IK-JQaTNLaaNL5aVReSaTaTLSGc1KG: 
HOrPALlKQASLD 



(SEQ ID N0:8) 
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A T G C A TT A rnTTTT ATC A TCCT A A TrT-GriTTG CTT A C. rVrT:^ a 

cnnrATrrr^:rrr,ATTrrnr,rT Tr^r,rTriGAAAAAATG7TCAATATTr,AATr 
rG.A.An-ArTTrAC(X"TATrrrrrAGCAC<}.A.ATCXKXx;ATGAAAC:r-iT;f-,cry-r 
ATTr,r-rATA Arrr.An ATGr^r a ArrGATrTTGGrcTGATr.rA a A-n-^ 

ACfCTTCCATATGAA A aGGCTGAAAAAAATGGGGATTAGTG A a A a aG a(^7 
TC^TTAGAGC , AGCC ■L-CKJArT- CTCn-CATTCnriCJGCr^xrGTGGATnT ATT a r. ^ 
TaTGaTGAA a ATr'TACG.GTTATArO-G.GGAG.GX::GGTTCK}CG/~nrATAATC:-<-- 
GGGGArGTGGGGGAAACGATCGGATATAAGGA/VAC:GTrATCK"rA AAAAAA 
TTTGGGAGAaTTaGAGAAAATTAAAAGGAATGTCIaGGaGaaGaCIa AAA 

A r A A A A r. A r-rrrrT a rrn rnnr. A. a ag a a at a a' 

(SEQ m N0:9) 



A T(;AG(-nr;rr;GTCXrir'V|-AAr;GAArTnr;r;rT7r^ ATTG/-rTyr.r.-^.>-T^ 
A. ^ , ACrG^GG^r,r,CGTnTGGAGGATTrTATTr^Trrvv;p -. . 

L K:AGvT^fYlV^nV(:AC;Ar|-Af-rATC;Ark-;Arr ATGrTTAAnT^r..^.^-^.--P^ 
CC GCrATrnT^fXG-G^r^rrACTrGGonrAn.r. .-rr. . ^ 

I CCTTATv'-r;ATvAA(TA(T^r:G W<;GGGc : ( x :Ar!-r-Gf^^Ar-.T^^ ^^ 

m^ T(XGG G AGrn-ATTrT,>AfT r;,^ TO;G^A(;AGG^;T , A ,ACG£^^ 
GCC\APT^A,CATsT:AATArGrH3GATrf;TA 

nCKyTGTTG^TATrrAGr.rr^A.^ ..T.Tr- T--rT r-__j_,_^ 

IAAIII]mILml K•A^TT(^^TrTrm;,(r^r|■,^v 

ArjTTnrrcAAGAAr^^-TTTrr^TATr^r^rr.nrr-^.^^-^^^ 

(SEQ ID NO: 10) 
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MHYFHIVlWLLSlNTAWADSGFRLKKCSlLNPNYFTLiJPiJRNRRZNLy^PLVl 
THMVQPiL/\ZCKLTASlZKGZKKWGLVKNijCyKTPAKLSLW.ATSlLSD.M.MKl 

YGYSWF.AVGAWAGTSr'KRSDIRKRYAKKIWF.N'YRKLKGM.SAF.HKN-k-RLSiA 
ANK 



(SEQ ID NO: 11) 



WPGTlCGOQHSlNQQTOVKLSDGMPVpviRLTrDGKPVALAGlRTQKIRPDR 

LliAHMK^LLliKIX-i-CLVVLTSlfRSDAGKTlTrVi-RGSYTJ-GLVI-JTNSOKVSSA 

SOCEAIDOYNMQLSCGEKR'iTiPVLHVKNWPDHQPLPi.TDQLL-yLADliVK.NS 

NQNGAPGRSSSDKiiLPMUlCLGGVGRTCTMA.A.ALVLKDNPHSNLHQViLADF 
RIHGTIECWKTPAQFVQLKAMQAQLLMTTA.S 

(SEQ ID MO: 12) 
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ATG CGTG A TTH r rtn a a 'ta a r'n ccx\ TC r a nrn r tt a a r-^ -rr- 
t; GAGcnTCAGGT: ETi£ CAC(nTAC:r:A(:A(:c-fViTT.rY 
jACAA( ArT ;cri-rATTf7-TG?|-AATAATrTGArrAr.rrTr;rr,^ ^ 

^, y'f:'^'^^' ' ^- ' ' ^AcrArrrrA r cAGrrrnrrcTrT rrr^ 
. GcTrTm rCAg GACTAriGA A cJc^W^r.rarr^ ^^^ 

CTGTrTTr^GrGGrArGroTAT; ;Tj^:GACGG G AAT^^^^^ 
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MknCLNNGNPVLNVGASGLTTLPDRLPPHITTLVIPDNNLTSLPE' n-G" 
LEVSGN^QLTSLPSIJ^QGLQKLWAYNNWLA:iLFrLPPGLGDLAVSNNOLTS 
..■^i:MPHAl.Ki:LRv:iGNNLTSLRALPSGLQKLWAyNNRLT5LPEMSPGL0P?n 
VSHNQLTRLPQSLTGU..S>Ar.VY,.lX.VPL.VRTiU.,U.C:GIIi,wpr^^f^^^^^^^^^^ 

GGAR<Pr<r>RAl.HI.AVADWLTSAi^GEAAQADRWQAFGLEDNAAAFSr^^^ 
LDRLRITENrKKDAGFKAQISSV.XTQLAF.DAALRAKTrAMATr:ATS^,^^^^^^^ 

iHAl•HQMN>.^.Q,.VHNAP.KGcYONNLQGLVSTGR£^H^RLATLEQ,ARE^CT 
L.UVODV,VYLAFQNKLKESLELTSVTSHMRFTDVSGVTVSDLQ.^nvoVK 

i AFXSGFSK'Aqi .Qwc;PLHSVLERXVPERP^'ALREKQISDYEDTVRXL v-npvr k 
.S.SGLViWDA£RTlGVSAMDSAKXEn.DCLPL.LVDEVLGSYLT;RWR;N7 
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^KjOTr^K~AACCATTT7TrArxTTTrrrT \ -^^^ 

A crrcT(r.CK'Gax3a;iTyTK7rr/3GAC7^^ 

GAAGrK::rK-TcnArr,r.r.ArmnrrrTTrATT t:AnrArr^^ 

OAOCATrrTOrrGA Anm-,TT A ATnr;Ar;f Tf ; AT T f '.or A AHT^r. :>T^ A rr . ^ 

GCCOr7r,AAC^ATTAGr<rrir:r;ATAAf, AAAArGr,rAr,Ar,ATr/yT'rr-,-Arv ^ 

ATTX7rro(Trria;ATiTTT rrK-r-G CTAT rcinr AT^^ 

CK:A<7m7rurrr,AAAr^^, rr,rK^ 

A7GAT0Gr;rr;AAACGArrAAGAAGTTr,nTn r rTAArnTnrTnA . ^r-Y :vT 

C . K?Cr>rAAA^CGr;rAGCAAArrri-|TAfYY-Af } GGGATnrAArnTA^ArrAr. 

CGCm,T(Kyn-.AATGTGGGTACK:.AA(-;ATf;f.f^r r rGCAAArr,AATGrc-TAAr. 
T . ^A AG ArrrGC/TAG<7TA ATACCCri'A A ATA a AGTGGTnrrr.qr.- ^ -rrj^im 
I CACGAATArrGCAGCCrAnTrAGrrGfnTyrr f rTTCyrnAGr^wrcTTATTiAiT 
.VW^ATrKT :AOr^>ArKynrTrryrTr,ATTTTATf y-rrr;f :( -r Trnrj7r-.^r:;^Tnn 
ATC-AGATTrAGCAGTGr>rrrAAArAATrr- G TAc;AAATArTTGGTr.^ ^ a ^z- 
CA :iMGCTAACGGCCK>AArrnrAAAAAr/-rATnTrT ] rir;a;f^T^r' Ar.^.^ 
AATGGGG^TrnTrrCGCGTTrrA-nr-;r/-fyY'AGAGTrr,rnrATA^ , . .^cc 

caaaataaagggagaaaaat aii;ttaattactaatgtgggaataaa-|- 

(SEQ ID NO: 15) 
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CTrr,rrr/ TTATTTAAA7^NATc:ATTrTr,TT GAGAATAGTiT:A(:AGAr-^rK--r 
TGGC.A.ATrrnTT ArK'r.r-^AAAGAr.iT--rTGAATAGTA-rTnGTA.r'':ifn-Arr- 
Arn-A A Ar;-T r Ar-GArr-iT:jGCxrrrGAG-nrrTACAGTGAry;c;G(:< ■.cvrrrrrArr. 

GGTATTA ArG^''AAAGrGCC:(;GAArGATGACGTCL! • I i :'AA>5^A(>rrAr.-A ~ 

TCAAAA7ArrGAr-Tr.A ATCA(:f;.:T-T-rnAAT(:;rTc:i.cjGc:AA.'|-A.^Tr.Tr --. 

C:GACTAA AGCG A ATGAG GTi'GTCy: A A A err A G7T ACG^-G \f !( • Af --T ^ r^^ a r. 
A.A c rrcx ;g A a gttt-t tg at a- n- a r -.rnr: a a TG T r-rcc a gtgcc.t -,— rr-rr^ 

GTTGCK TCKXTr-rGAAT ACGTr'ATnCTGAGGTrGAACriACX if TGAT AGn^A a 
ACTGTC-T-GGT A Ar,^GTr:A -!T AGTG AGr i TTGATGiTAGrrA a ^ AGn Arr.^r 

y -rrr ATnATGrrr '.f -g a.aggg ^ tha ATGrGrn rG-ix x -.gg- a gt a — tcggag 

AV-< . XXr;rrn- AGTTr;GGG atq •ACTr^-^G-^ r OGCGrCA A AfTGK-, A A T AT A ^ ry •■ 
0<^TGCAn A atg a a AG.AGr^Grr-TTr A a a Ciat.aa.tgggggg a a g a rrr, a^- 
A A ACTG AGC A CTG A A a fW'G A G A r,- a jT a a a a a c :f ;TGrTG a a rr^cnc A r, a 

TAG<:GTGAA.ACTGGGTr;G7GAAG.r,Gf; -lt:GATTCTGTGA AATrriTTA a atat 
CAAGA A A ACCXiCTAGCGATG-GGAGGA a A,A.ATrn-A aTQ a TG,rr, a rr-.r^ ^ 
AATGTAATGwr-Gr,GAArr-ACATyY'Arr K;A.A.AGTCTGGC'-ATTAAAr.A^f-Ar:- 
■WAAAGAAATG-irXTT TGA aGATG ^CGC-rATTGTGTGG a a a rnTGT-? r, a f, 
TVTGTGGAATCGGATATTGGTrrrr.A GrAr.AAVAfX-ATGrGA-ATr.ArrrGA 
■=J:CGaTG<:GCGCA AG ATGa^aG ATGA riGCC-GGATC^G a TTaTGa Af; a a c ~rr. 

A . CX;rPGC,^r;Ar^^^AOCA■^ATTACGGAry;Tf^.ATAAr^r.^.G — CrGGAGn-ArrYK-A 
TGQGAGGA ^G/:CCOTgAA AC---|rAGGTA a A T GGAGGAGKTTr;/.— r-^r.-. a ^ 
ATGf-|Y-.AAAAGAATGrr.AGAGr'A-T^:^rr^ r-GGAAA(y-ATGG.-:rAr-rrr^ 
CK.-)AT(X;CAOr^.^ATATTrQ£^j^:j^TCTGAAAGA-.TGATC:rATACGCCATC 

ATGCiC;TGTGATTTAATCCK:CCT-CCTCATGC-.CGAAC:]CKJGGATAT7AI£m 
AAIAJTCA^IA^AIT^^ 

QCA£k\C: i tXXT^ XX TG A G-TG aCG a c r rrr t ; a r. a r-png-rrrrrrr ArY:rrrrTArrAr 
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DTACCAfK y:Ac:Ar.rAr.Arr/-TrrAfrTT-A ArGrcACcn ATrrr -ir;.^ ^r.^r. ... . 
AgjriA.cr.AC.CGCACCcrrr;n-/TTor'Ary-A C ■>v-~ 

GGCGAAG^rGcrnTrTrAT TATrrr/AfiAAr^AAATnAnAACv-ryvv;^^ 
an7TTTn:Tr.rrrrr,^ rrrTrrr.-TTTAri^ 
iLnA^x:AACCATT-r(Tr,ATr,rTr,Ac;Ar7Tr/; GATATrKnrr:T-r.r-A . ^ 
ATCrAX"nATAr;f ~r, acaCa— ATn rif ir.cT-TTTATrtA A A Arrr;\'f "f -(-^^ ■ r.Tr - 
jATAcr:frATTmATCArA-Krr:rirAfrrr.AT A~cTTTrrA.v^ATr,nr^r.r.r~r 
CvTTArrA(:cAr;r-AAr,r;Ar:r/;TA;^TA rrr,7TAAnrTAC;ATr;T7Arr-r-y . 

l'AAAAAT(;nTT~A A Ar AC-TTTAGTCAATAAATATA -TC a a aT a a 

GlAAl^^irGrTrATTTCCACKiGTAnTr Ar. -rCAGcr-.rK-f -.tt a a a r- 
IGAAr;c:c;n.^Ar:rGAnArAGTc;r,fTr-Ar;Tr,A AiM-GAArTTArrr,^AT^r:r-j Y: 
CCTGA A ATfTTA-lXK iATCGGGTr ATG-irT^ CACCnTTriATCTf ; Arr^r a TT A r 
AAA AAA^f;GTrcArK;ATAririATGGrTTAr^r r .rf;rrY-,f -.r, ^ ^ ^ ^ r2^ ^-v-^ 
iL^ ^Acrc(iA^ATo^,ATAA^Gr•CAAATAT^AA G c:(TGGrAGT^^,^,G-nv^^. 

A CiC:vK:AGGr^AG^ , ^AAT.V | •O AAM^^Ar AT r AC:AGA(:G^^^ArGCAAAAA 
TATACir ^ AjrKXA attcaT't iTArnAPA Arr - c:cTA a A^nrrrrn^r^r^^ 
^■.ATA,ACT-Gv A r.r~rry,A.A^rrr/-rA a a Ar:r-|-rr-r-|-.-^ . ^,r,G^T:_r-, 
GAAfiAGGATATT A.ATAATGr;TTArAAr-r:- v\GGAC-rrAr^rrr^ rv^ 

TA.A.K^C^ • ArrnTATr<:AC;A(TGA GATrA A ^c:GC-AGrn-r Am a AT.-,- :;^vv^ 
CO.AATC!-'TfCT-.r^,TrrAr.AGA . Arnr^rArAr.. v. ^cGGTG-rAr.-.-.-:.- 
"-^AAGrfv^rcocA -NC-rKiA AG ATT--iT:rrrm,rTGAir a a ap Ar.r,-r. .^j.-,- 
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gagctcagcaac. :tcgaaagccpgtaaaatcatg. :gtctcc<:ccgata 

CGTi i lAGCCTTATCGrCAACTGGCCGATGAAGGCGGCGTTGATCC'GCTGAT 
;\AA*l-CG"]'AOTCGCCGCGTACCTAACXrrTAAGAACCGTACCGATGAC<^^ 
TGAGC.AAGCTGTIGTrGAmTGCCGTrGCGTTCCCCGCaZATGGTC.^.C 
GAACTGCGGAAACAGGACGTTTTrATCimKrrAGTGATGTGCArimM'Cr 
CiGCTGCGCACAACCnXjAGAACTTC^AAAAAGGCCTGAAAGCGCTGOAAGA 
.A,^A.AGTCGCCCGCGATCGCAriGAALTGACrcCLV\GAlt:GC^ 
GTaaaCtCCAGTGATGATGAAGCCTGTGCTGAGATTGaaaGCGTTCaTCCGG 

GAUAiurc<}GGix:Ac:AGGACAG0TTcrAa3TC<xx:AAarTC 

GCGAATCTATCAGGAGACGTTCGTrCATACATACrCGA.AGGTGGCrCACTGG 

.A.AGCCCrATATCACCAA.AACGCCGATTACAGCrKXTGATTTC;GTGAATr:AT 

CGTGTACTCCGGTTr aTG AGTCrc AC^lGCCrr^.XTi aT^^ a a GG a T a ~G aG 

AC;AGAC;r*iC;GTACACiAATA'ri'GC:GGC.A.AAGTGGA-AC:ATGATGATTATCAGC 

T7TATCTGGAGaT/VV.\TCACATCGAaCACaGGAA/\aCGaaGGGGATGTCC 

CXCGaGACCaaTCGCATCTGGGAGCGGTTCCATA^AGGATAGTG.^.AGGAA 

TTTTaTCAGGTGACGTTCCGCAAAAAGTTATATGGCGATTTTGATACaTTa 

Caa']CGGATGTTGATGA.ATGGCTGGTTCaCTATAATAATGaGjGGaaCCGaT 

CAGCKlAAAAATGTG<rrGTriCK:GC<iAC:CTCX:GAirrClAr^A 

AAAGCJCiA'rcrGG'rCrGAGAAGAATTTAAGCGACATGTAATCTGAGAGATA 

cxtgtat.a,aat.a.^ccgctaacrgtcagatgacgtctgaggt.^-.taca.agt- 
aattgtatgttatttgtcgtttattgctaaatatatatggttaattgaag 

GCn-rGATGC:GTGTGTCrGCGTT.\.ATCTCTITrGATTGTGCTGT.A.^^^ 

AG'^GGAA•^A■rC']•I•l^^ATATCGGGAATACACAACCTTGTGTAAGTATGGAG 

CK.:rAri*CK:rGGTGGAGC:GGCACGAGAGGCATGTCCCGAAGA.A.ATTGTATGGG 

.A.AAAA7TCAGGTTTTTTTCCCGCAGGAAAATTACGAAGAAGCGGAAGAGT 

CrrxrrCCCTGAACrTrGCCATaXGCCCGGGG/VATGTTG^ 

AGGCAGTTTCjCrx:GTTTAAAAGCGCil'ACX:ilX:Ct:CCIC:Gir»CKjAGGAGA.^^ 

TTGAGlTrrAAGAGC;CiATGGTATAA.ATGAGTTTTGTATTGTGGATGCAGGCA 

GGAAGGAGATATTGTGAATCAGTCTTGATGA'rGCCGGGAAC'J'ATACGGrGA 

ATTGTCACGGGTAGAGTG/\AGCACATGACrrGATGAlGGAGAGAGAAGCG-G 

GaGAG<^:/V\TGCaCAGA.ATTCGCGGAGC<}GGCaTCCGOGaCa.TGCCT^ 

CK::c:AC:,AACGGTTTCAGAG/\AGGCAGCAGACTATCATGCrGTCrGGTC.AA.AT 

GGG/XAAGGGATGCaCCACCAGGAGAGTCACCCGGCCC-GGCAGGAGTC-GTaCA 

GGA^^TGrGTr^ATTCrr TGAATAACGGCAATCrACTGCTTAArGTC 

GGAGCGTrA GnTCTTArGAGCTrACC:AGAGCG-l-rrACGA('Gf:(-AT^T 

jAC AAGACTGGriATTGcrrGATAATAATrTGArrAG rcTGrrnnAr, 

'JT^^Gr(;f;AAGc;AGTArcGGAGrTr. GAGnTrTrTGGTAArrTArA Ar 

TGACCA GGCTGGrATrGCTGrrGrAGr^ArTArAnAAnn-nrr^^.rr 

TATA^TAATTGGrT GGrGArrGrTGrrGAGGlTGGGGGGAGGArTAnn 

GO ATC"rGG(;GG'lX:r(:rAAT.A.ACGAGGTGAGCAGCGTGrrGGAGATGr 

.CGC CAGCACTACGGGAGGTGAGGGTCTClGGTAAC:AAC(:r(;A( f Ar;r- 

lGGGG(:G( K:TG(:(:GTGAGGAGTAGAGAAGGTGTGGGrrTATA , ATj^4 

TCCK;GTGAGGAGrGCTGr'r'G(;A(:ATGTG(;GCAGGA(rr ArAGnAGrT GG 
ATGTCTCTCATAAC-r-Ar.rT GAGrGGGGTGGCGGAAAGGGTrArnnr.T 
CTGTGTTGAGCGGrArQrr,TAT^TrTGGArGG GAATGrArTr:TrT r-[- 
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:.rr.rArTrGTr.ArAGGrTr T r.rr.r.ArATrATTnr,rr.\TTCAPGCATr 
r.rAfn-crj^cr-rr^,rnr.Trn rTf:ArTr.rcTCArCTCTCCACCGCAGr.GG 

. . r rrr^ ^ ^ ^q.^rnrccgrTTr^ ^nnr..^C^G,\T.\TC^TC^Tr,r, 

rTGACACAArTr,crTc;A A r:ATr;rTr;f:c;r-rGA(-;A(K;AAA^A(:t:T 

TTGrrATGG r AAr.iGAGGrAArATrAACCTGC aA. GG . ACCGGGTrAr 

ArATGGGrTGrArfAGAL-G ^ ATA^rGT^CA^CTGGTACATAATGr 
:.(:.:.AAAGGGr.AATArGAr..^ ^r^^T^-T^f^AGGGGCTGGTTTCCAC 

GGGGrrTGAGA TGTTrrccrTGGrAAr AfTGr.AACAGATTGCrrnGG 
AAAAAr.rrGGAArArTGG n iTAGTrGATGACGrrGAGGTcrATCT 

GG r GTTrGAGAATAAGrT(;AA( TG-^^''^'-^<-''"'<'^^'^"t''^-^^'^'^^^''^-^'^'^-' 

A(:(nrA(.-AAA-f v:^- GTT^-^^<'-^^^''nTrCGGCGTGACGGT7TCA 

r.Arn-TrAGGrTGrG GArGITrAGGTGAAAACCGCTGAAAACAGCG 
GGTTGA GTA a a Tr,G A TA GTG '-A nTGGGGGr CGTTA C ACA GCGTGCT 

r.GAArGrAAAGTGrrGGAArGrTT TAArr.GGm£GT^^ 

AATATrGGATTATGAAGA G Af-GTAGGGGAAGCTO TA 1 GACQaAO 1 

G("r(;AAAT(:f:TfTf:GGrTG r:TrGArGATArrGATGCAGAArGT ACT 

ATrGGAGTAAGTGrGAT G GATAGTGCGAAAAAAGAATTTCTGGA 

Tc;(;r:f:rGC:G(;f;rif-i-i-GT(;(;A TGAGGTGrTG <;GTAGrTATGTGA_CAG 
( :(:c:G^;TGGrGTrTT a a ctg a gcacga i attctccgc a.cc aggc<- , a a i gtg 

GTGCGGTC.AACAAACiATATTCCTTGGACAAACAAC.-ATCiAC^/NCACKZACrrGA 
TGATGCACAGGTGAAACAGCiGC;ACiACITCTTX:ACVrc.:ACiC-.Gt:GiAC'.GC-A.ACTC 

AAC LI I I I CGACGATACXiCGCa* ' 
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